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ABSTRACT
The graft-versus-leukemia effect of allogeneic blood or marrow transplantation is a dramatic example of the
power of the immune system to eradicate malignant disease. In this personal essay, adapted from the inaugural
Mortimer M. Bortin Lecture presented at the 2004 Tandem BMT Meetings, the author recounts early efforts
by Bortin and others to manipulate the graft-versus-leukemia effect and separate it from the potentially fatal
complications of graft-versus-host disease.
© 2004 American Society for Blood and Marrow Transplantation
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It is an honor to give the Mortimer M. Bortin
ecture at the 2004 Tandem BMTMeetings. Because
t is the inaugural Bortin Lecture, I have chosen to
ecount the history of the search for separation of
raft-versus-leukemia (GVL) and graft-versus-host
GVH) reactions as a tribute to Dr. Bortin, who was a
ioneer in the use of animal models for such studies
nd was a cofounder and scientiﬁc director of the
nternational Bone Marrow Transplant Registry (IB-
TR). For the most part, I will focus on work per-
ormed in animal models by him and his colleagues
nd parallel them with developments in the clinical
rena. This is not intended to be a state-of-the-ﬁeld or
n all-encompassing review. It is the recounting of a
ourney that for me personally has spanned the last 3
ecades. My aim is to impart to newcomers and “not-
o-new” comers to the ﬁeld of GVL research some of
he history behind what is one of the most dramatic
xamples of the power of the immune system to de-
troy malignancy.
A casual survey of the literature reveals the degree
o which studies on GVL reactivity have evolved.
efore 1970, no articles used the phrase graft-versus- a
B&MTeukemia. Over the next decade, 12 articles dealing
ith animal models used the phrase. Nine were from
ortin and colleagues. Only a single article, by Wei-
en et al. in 1979 [1], used the term in reference to
ork in humans. It was not until the 1980s that the
oncept of GVL reactivity gained broad acceptance in
he clinical world. Now clinical reports dealing with
he induction or manipulation of GVL/GVH reac-
ions outnumber those using animal models, and due
onsideration is given in the design of virtually every
linical protocol to potential effects on GVL reactiv-
ty, so as not to compromise it. The GVL effect of
lood and marrow transplantation (BMT) has become
he most successful form of adoptive cellular immu-
otherapy, and, as noted by Richard Champlin earlier
n this meeting, BMT has evolved into an effective
latform for delivery of cellular immune therapies and
ot simply for delivery of high-dose chemotherapy.
N THE BEGINNING: RADIATION SICKNESS AND
ECONDARY DISEASE
Much of the impetus for work in the ﬁeld of BMT
rew out of fears generated with the dropping of












































































































5nd the subsequent paranoia that became the “cold
ar.” Radiation sickness was a new and very real threat
n the nascent nuclear age. A cure was needed for what
ame to be called the bone marrow syndrome resulting
rom excessive radiation exposure. The military in the
nited States actively supported research into a cure for
adiation sickness. The Ofﬁce of Naval Research spon-
ored Bortin’s early work on fetal liver [2,3] as a “uni-
ersal” source of donor cells that might be used to treat
ccidental or tactical exposure to nuclear radiation.
Although many helped to establish the ground-
ork, the ﬁrst successful experiments showing that
adiation sickness could be cured in mice by transplan-
ation of normal marrow are widely credited to Egon
orenz, who was working at the National Institutes of
ealth in Bethesda, MD. For years, Bortin had hang-
ng in his ofﬁce a framed copy of the letter from
orenz to his assistant Delta Uphoff, dated August 6,
950. In it Lorenz wrote, “After talking with many
eople, I [am] beginning to be convinced that we
hould not only try transfusions in mice at different
ntervals after irradiation but also injection (intrave-
ous) of a normal bone marrow suspension at different
imes after irradiation with the idea of repopulation
of] the destroyed bone marrow. As to technique, it
hould not be too difﬁcult to get some bone marrow
ut as only little may be necessary to produce the
ffect.” Lorenz was on vacation at the Old England
ake Hotel in Windermere, England. By the time he
eturned to Bethesda, Uphoff had completed the ex-
eriments. The results were published in the Journal of
he National Cancer Institute 1 year later [4,5].
Soon thereafter, workers in the ﬁeld were con-
ronted with a formidable new syndrome that con-
isted of wasting, diarrhea, skin lesions, and death in
ice that were injected with homologous (allogeneic)
one marrow (BM). It was called secondary disease to
istinguish it from the primary sickness of radiation
xposure, but it was referred to as wasting disease,
omologous disease, and runting syndrome in other set-
ings, some of which did not involve irradiation.
mong the earliest investigators to deﬁne and attempt
o unravel the pathophysiology of this syndrome were
arnes et al. [6], van Bekkum and Vos [7], van Bekkum
t al. [8,9], Trentin [10], and Thompson et al. [11].
At the same time, attempts were under way to
xploit radiation in the treatment of leukemia and
ther cancers. The ﬁrst published report was from
ollcroft et al. [12] at the National Institutes of
ealth, who used a transplantable lymphosarcoma in
uinea pigs. They found that local irradiation of sub-
utaneous tumors was ineffective but that whole-body
rradiation at much lower doses worked well. The
aximum tolerated whole-body dose was approxi-
ately 1000 R because of intestinal radiation death,
hich was not prevented by BM transplantation. The
ength of remission correlated linearly with the dose o
06f radiation, but they obtained no permanent leuke-
ia cures by using radiation alone. Much of the early
ork in radiation biology was focused on the inherent
adiation resistance of leukemia and how to overcome
t [13,14].
In 1956 and 1957, Barnes et al. [15] and Barnes
nd Loutit [16] reported the ﬁrst successes with BMT
s a treatment for leukemia. Elimination of a trans-
lantable leukemia (“151/1”) was obtained after
hole-body irradiation and infusion of homologous or
eterologous (xenogeneic; rat) BM and lymphoid
ells, but not isologous (syngeneic) cells, into CBA
ice, as conﬁrmed by adoptive transfer of spleens (a
ioassay) from moribund animals to healthy hosts.
rradiation alone did not eliminate the leukemia; this
as attributed to an immunologic reaction against the
ost—with the tumor being considered part of the
ost. In their seminal article, Barnes et al. [15] artic-
lated for the ﬁrst time the promise and the problem
ith manipulating the immune system to eliminate
eukemia in the context of BMT: “. . .if the dose of x
ays sufﬁcient to kill the animal is not 100% lethal to
eukaemic cells, the malignant condition would in
hese circumstances recur [following syngeneic bone
arrow transplantation] by growth from the surviving
ells, since neither host nor graft has the ability to
esist; but, if homologous bone marrow from a differ-
nt strain of mouse were given, the colonizing cells
ight retain the capacity of the donor to destroy by
he reaction of immunity these residual leukaemic
ells—and perhaps also the host.” They concluded, “If
he experiences of several laboratories could be pooled
ome general laws might be evolved which should help
n planning an extrapolation from mouse to man for
reatment of those types of leukaemia which are so
apidly fatal as to warrant the use of desperate mea-
ures.” At the time, secondary disease was believed by
any to invalidate this mode of treatment for leuke-
ia. The race to separate GVL from GVH was on.
S GVL SEPARABLE FROM GVH?
Several groups embraced the idea of using a foreign
ematopoietic transplant to immunologically attack the
ost and, by extension, the tumor. Barnes et al. [15],
arnes and Loutit [16], De Vries and Vos [17], and
athe´ and Bernard [18] were among the early pioneers
ho achieved permanent cures in small numbers of an-
mals. The studies of Mathe´ and Bernard are particularly
otable because they were among the earliest to use a
pontaneously arising leukemia/lymphoma, ie, the Ak
train. Previously, most studies had been performed with
ransplantable tumors. Jacob Furth derived the AKR
train between 1928 and 1936 [19]. Furth sought to
reate a high-leukemia-incidence strain by mating pairs










































































































Mortimer M. Bortin Lecture
Bevelop leukemia. Of the mating pairs (Aa, Ab, Ac, and
o on), the Ak pair yielded progeny with the highest
ncidence of leukemia. The R was added to the strain’s
ame when the colony was moved to Rockefeller Uni-
ersity. Bortin and colleagues made extensive use of the
KR strain in the quest for separation of GVL and
VH reactions.
In a classic monograph, Radiation Chimeras, pub-
ished in 1967 [20], van Bekkum and de Vries reviewed
arly attempts to control what was referred to as the
raft-versus-tumor (GVT) reaction, as well as early clin-
cal work. Almost all failed. They wrote, “It seems to be
xtremely difﬁcult to induce that precise degree of graft
ersus host reactivity which will kill the leukaemic cells
ut which is at the same time mild enough to allow
urvival of the host.” The use of the term graft versus
umor instead of graft versus leukemia is noteworthy. Per-
aps it is an example of going “back to the future” given
he current interest in extending the antitumor effect
eyond hematologic malignancies [21].
In addition to the work of Mathe´, Trentin, and
thers, van Bekkum and de Vries cited early work
rom the Cooperstown group who reported “a tem-
orary and incomplete take of homologous bone mar-
ow in a heavily irradiated leukaemic patient” who had
no clear-cut symptoms of secondary disease. . .at au-
opsy” [20]. The Cooperstown group [22] was led by
uture Nobel Laureate E. Donnal Thomas. He and his
eam would perfect many of the techniques for BMT
y using canine models, including dogs with malig-
ancies [23-25], ultimately leading to the successful
ranslation of BMT to clinical practice [26].
Among the early pioneers in the ﬁeld of GVL/
VH who had a strong inﬂuence on Bortin’s research
as Milivoj Boranic´ of the Boskovic Institute in
agreb, Yugoslavia. Boranic´ and a number of Yugo-
lavian colleagues explored the temporal aspects of
VH and GVL reactions. In the 1970s, Silobrcˇic´ et al.
27] and Vitale et al. [28] deﬁned 3 temporal phases of
VH reactivity: (1) homing and recognition, (2) acti-
ation and proliferation, and (3) emigration into and
njury of target tissues. Boranic´ [29] had previously
dentiﬁed lymphohematopoietic tissues as the ﬁrst tar-
et of the GVH reaction. He believed that the per-
anent presence of the potentially lethal donor graft
as not needed and that it could be replaced by a less
ggressive one after leukemia cells had perished, a
rocedure he called rescuing the host [29-32]. At-
empts to induce transient GVH reactivity were later
ade in dogs [33,34] and monkeys [35].
In the mid 1960s, a viral etiology of leukemia was
uspected, in part because of the isolation of a leuke-
ogenic virus from AKR mice by Ludwik Gross
36,37]. Alex Fefer, Jim McCoy, and John Glynn were
ctively investigating the induction of immunity to
umors induced by murine leukemia viruses (MuLV)
38-40]. This work laid the foundation for subsequent b
B&MTuccesses in improving the antitumor speciﬁcity of
ellular therapies. Fefer, along with his later col-
eagues in Seattle—Martin Cheever and Phil Green-
erg—pursued the development of adoptive chemo-
mmunotherapy for the treatment of leukemia [41-
3]. This work paralleled that in the GVL/GVH
rena and provided a wealth of sound experimental
ata that were highly instructive for imparting leuke-
ia speciﬁcity to animal models of BMT. The current
ork of Greenberg, Stan Riddell, Edus Warren, and
o-workers with cloned T cells and GVL reactivity
gainst minor histocompatibility antigens (miHA)
44-47] is a legacy of the Fefer laboratory.
Billingham [48] ﬁrst elaborated the requirements
or induction of GVH reactivity in 1966. During the
ubsequent decade, Klein and Chiang [49] docu-
ented the importance of the K, I, and D regions of
he H-2 complex in inducing graft-versus-host disease
GVHD). Later, Korngold and Sprent [50] showed
hat T cells were essential for GVHD directed against
iHA. These and other studies of GVH reactivity and
isease contributed much to the burgeoning ﬁeld of
ransplant immunology—too much by too many peo-
le to cover here. Out of editorial necessity, I have
imited this essay primarily to studies that relate to the
VL effect. In doing so, I have certainly failed to cite
any seminal studies that contributed to unraveling
he GVH syndrome itself, as well as the vast literature
n T-cell biology that coevolved with such studies.
At the start of the 1970s, a central issue was whether
GVL effect existed and, if so, whether it could be
eparated fromGVH reactivity (Figure 1A). The answer
ould dictate how to approach the manipulation of im-
une reactions—at least in an era when monoclonal
ntibodies were unknown, when Herzenberg had only
ecently invented ﬂow cytometry, when T-cell growth
actor and T-cell cloning were a decade away, and when
he precise mechanism by which major histocompatibil-
ty complex (MHC) molecules controlled immune re-
ponses was just beginning to be worked out.
Bortin believed strongly that there should be a
ystem to quantify the leukemia-killing capacity of
onor cells for comparison.1 He and his colleagues
escribed a theoretical cytokinetic construct for use in
The need to quantify GVL reactivity is just as important today.
oo many articles make cavalier and often inappropriate use of
erms such as preserving and sparing GVL reactivity without data to
ubstantiate that no change in the potency of GVL reactivity has
ccurred. For example, if a GVL reaction is reduced by 99.9% as a
esult of some experimental manipulation designed to prevent
VHD, one cannot state that GVL has been preserved or spared,
ven if it is sufﬁcient to eliminate a lethal challenge of leukemia.
itration of the leukemia or effector cell doses should be used to
ocument the robustness of GVL reactivity and assess whether an
xperimental manipulation alters it. Retention of GVL reactivity may























































































5omparing the GVL effect of cells from different
onors in an article published in Science in 1973 [51].
ater that year, Bortin, together with Al Rimm and
igure 1. Evolution of models used by the author to describe the
elationship between GVL and GVH reactivity over the past 3
ecades. A, Model circa 1975 (R. Truitt, unpublished data). At issue
as whether the GVL effect of allogeneic BMT was separable from
VHD. If distinct (or overlapping) cell populations were respon-
ible, then it might be possible to have a GVL reaction without
VHD. B, Model circa 1985 [88]—the clonal basis for GVL and
VH reactivity was established. Distinct effector cells capable of
eukemia-speciﬁc killing were identiﬁed, including NK/LAK cells
“C”) and antigen-speciﬁc T cells (“D”). Some allospeciﬁc CTL
lones caused GVHD (“A”), but others did not (“B”). The impor-
ance of cytokines in the activation and clonal expansion of GVL-
peciﬁc effector cells was established (arrow). C, Model circa 1995
287]—the relative contributions of CD4 and CD8 T cells to
VHD were now well established. Cytokines were important for
ctivation and clonal ampliﬁcation of GVL effector cell populations
arrows), but they were also implicated in the pathophysiology of
cute and chronic GVHD. The dichotomy of CD4 T-helper (Th)
ell function was identiﬁed along with the principle of reciprocal
ross-regulation by Th1 and Th2 cytokines (expanded boxes). Some
llospeciﬁc CD8 cytotoxic T-cell clones (Tc) caused lethal
VHD, whereas others did not. Secretion of cytokines (tumor
ecrosis factor [TNF] and interleukin-2 [IL-2]) was thought to
ccount for the strong GVH reactivity of some Tc clones because
ytic activity did not correlate with GVHD. Leukemia-speciﬁc T-
ell clones were identiﬁed, including MHC-restricted and non–
HC-restricted CTLs. The latter seemed to be leukemia speciﬁc
ecause they recognized allogeneic MHC class Ib molecules present
n leukemia but with limited tissue distribution on normal tissues
ie, Qa-1–speciﬁc CTLs).d Saltzstein, published a seminal paper suggesting p
08hat a GVL effect was possible without GVHD [52].
sing a bioassay developed by Lin and Bruce [53] to
uantify leukemia cell kill in vivo, a GVH mortality
ssay, and an in vitro mixed lymphocyte reaction assay,
hey systematically assessed the GVL and GVH reac-
ivity of various donor strains. They found what
eemed to be a disparity between the 2 reactions—ie,
VL reactivity did not always directly correlate with
everity of GVHD, suggesting that the 2 reactions
ight be separable. The biological basis for such a
eparation was not clear at the time.
I ﬁrst met Mortimer Bortin in 1973, while attend-
ng a meeting of the International Society for Exper-
mental Hematology. He chaired the session where I
as presenting my postdoctoral work from the Uni-
ersity of Notre Dame on BMT in germ-free AKR
ice [54,55]. I was anxious to meet him because I was
nterested in moving to Milwaukee, which was close to
y wife’s family. As it turned out, he wanted to meet
e just as much because I had used DBA/2 mice as
onors for AKR hosts in one of my studies [54] and
ad failed to cite his article [52] showing that DBA/2
as the most appropriate donor for use with AKR.We
uickly resolved our differences, and I moved to Mil-
aukee the next year to join his research team in the
ay and Sigmund Winter Research Laboratory,
hich he had established at Mount Sinai Medical
enter.
HE AKR MODEL OF ACUTE LYMPHOBLASTIC
EUKEMIA/LYMPHOMA AND EARLY WORK IN THE
ORTIN LABORATORY
It was important to Bortin that animal models
losely simulate human disease. Inﬂuenced by George
athe´, he adopted the AKR mouse model [56], in
hich acute T-cell lymphoblastic leukemia/lym-
homa develops spontaneously as the result of random
ecombination between endogenous ecotropic and xe-
otropic retroviruses [57,58]. This model was widely
sed for testing chemotherapeutic agents [59,60] and
or elucidating the role of retroviruses in the etiology
f leukemia [36,37]. The tumor begins as a thymic
ymphoma, with subsequent spillover into peripheral
ymphoid and nonlymphoid tissues as the disease
rogresses. The enlarged thymus eventually forces the
ice into a characteristic hunched posture (kyphosis)
s they struggle to breathe.
Bortin learned about irradiation of animals from
ugene Cronkite, a leading radiation biologist of the
ra who was then at the Oak Ridge National Labora-
ory in Tennessee. He visited the Southern Research
nstitute in Birmingham, AL, to learn from Howard
kipper and Frank Shabel Jr how to diagnose early-
tage leukemia in AKR mice. This was done by pal-










































































































Mortimer M. Bortin Lecture
Be bought retired breeders from The Jackson Labo-
atory and maintained a colony of approximately 1000
KR mice that were palpated every Monday. Approx-
mately 50% of AKR mice develop spontaneous leu-
emia by 8 months of age [56]. From this colony, we
ot approximately 30 mice each week that were suit-
ble for use in experiments. The AKR leukemia/lym-
homa model was challenging. In a recent review,
arrett et al. [61] noted 2 key factors that adversely
ffect the GVL reaction: a high proliferation rate for
he disease and an immune-resistant phenotype of
eukemia. Spontaneously arising acute T-cell lympho-
lastic leukemia/lymphoma in AKR mice had both of
hese daunting characteristics.
In early attempts to manipulate GVH reactivity to
btain a GVL effect, we used the concept of a tran-
ient GVH reaction, as ﬁrst proposed by Boranic´
30,32] and Boranic´ and Tonkovic´ [31]; ie, we tried to
ake advantage of the temporal difference in GVL and
VH reactivity and “rescue” the mice after the leu-
emia had been eradicated and before lethal GVHD
eveloped [62]. The ﬁrst step in this 3-step model was
ytoreduction of the spontaneous leukemia/lym-
homa and conditioning of the host with chemoradio-
herapy. We relied heavily on the work of Schabel et
l. [60] for design of the chemotherapy protocol, be-
ause they used the AKR model in their drug-testing
rogram. Step 2 in the model was transplantation of
M and LN cells from the mismatched donor. Bortin
t al. [52,63] had determined earlier that cells from
HC-matched strains (H-2k) had little or no GVL
eactivity but that cells from the MHC-mismatched
BA/2 strain (H-2d) provided a potent antileukemia
ffect with only moderate GVHD. In step 3, mild
onditioning was used to terminate reactivity of the
ismatched donor cells, followed by rescue of the
ost with BM and LN cells from an MHC-matched
train that had minimal GVH reactivity against AKR.
F mice were chosen because of their close immuno-
enetic relationship to AKR—so close, in fact, that
KR leukemia will grow in RF mice. In comparison to
he use of chemoradiotherapy alone or autologous
MT, this protocol resulted in a statistically signiﬁ-
ant prolongation of survival, but ultimately many of
he mice relapsed or died from other complications.
iven the state of clinical BMT (at least in the mid
970s), we decided that if a single transplantation was
arely acceptable to many physicians, convincing
hem that 2 were needed would be next to impossible.
VL IN THE CLINIC—THE EARLY YEARS
Almost immediately after BMT was tested as a
reatment for leukemia in animal models, it was ap-
lied to patients through the work of pioneers such as
eorge Mathe´, E. Donnal Thomas, George Santos, e
B&MTnd, later, Robert Good, John Kersey, and many oth-
rs. Bortin entered the ﬁeld of BMT in the late 1960s,
oving from his earlier work in nephrology. Working
ith Fritz Bach, he processed the marrow used for the
ransplantation of David Zeisett, a 2-year-old boy
ith Wiskott-Aldrich syndrome, who was one of the
rst successful BMT patients in whom donor engraft-
ent was well documented and for whom the mixed
ymphocyte reaction was used to identify a matched
onor [64]. That transplantation was reported in the
ancet in 1968, back to back with a report of another
oy named David, who underwent transplantation for
ongenital immune deﬁciency by the late Robert
ood and colleagues [65]. These were among the
arliest successful marrow transplant patients [66].
In 1970, Bortin wrote “A Compendium of Re-
orted Human Bone Marrow Transplants,” in which
e reviewed some 200 transplantations that had been
eported in the literature up to that time [67]. This
eport brought him a degree of notoriety and led to a
equest from the National College of Surgeons that he
stablish a registry to track the emerging ﬁeld of
linical BMT. Shortly thereafter, the IBMTR was
rganized with Bortin as the scientiﬁc director.
BMT for leukemia matured as a therapy during
he 1970s. Some clinicians viewed it as a passive re-
lacement therapy that simply allowed for the use of
otentially curative high-dose chemoradiotherapy.
rogress was slow, but the group headed by Thomas
68] reported early success in a patient with acute
eukemia in 1970. Alex Fefer reported some success
ith identical twin BMT in the treatment of leukemia
69,70], but later studies revealed a higher rate of
elapse as compared with allogeneic BMT [71,72],
hus supporting the concept of an alloantigen-speciﬁc
VL effect. The publication in 1977 of Thomas and
olleagues’ [73] now-classic report on the results of
ransplantation of 100 patients with acute leukemia
arked the transition of BMT into a viable, if as yet
ess than perfect, form of therapy for leukemia and
elated diseases.
Controversies persisted about whether there was a
linical counterpart to the GVL effect that had been
escribed in animal models and whether there were
uman counterparts to murine tumor antigens. There
ere anecdotal reports of a GVL effect in humans
74], but Fefer et al. [70] stated that their data on 100
atients were inconclusive. By the end of the decade,
owever, Weiden and the team in Seattle [1] had
etrospectively analyzed 242 leukemia patients and
ound statistical evidence for an antileukemia effect
hat was associated with GVHD, although this did not
esult in any survival advantage. Subsequently, a lower
eukemia relapse rate and a signiﬁcant survival advan-
age were reported to be associated with the develop-
ent of chronic GVHD [75]. Clinically, the GVL












































































































5ion of whether GVL and GVH were separable re-
ained unanswered.
ANIPULATION OF GVL AND GVH REACTIONS IN
NIMAL MODELS: THE QUEST CONTINUES
During the early 1980s, our team in Milwaukee
ocused attention on strategies to augment the GVL
ctivity of donor cells without exacerbating their
VH potential. Our approach was modeled in large
art after the work of Fefer and colleagues, who had
een successful at inducing leukemia-speciﬁc reactiv-
ty against MuLV-associated antigens in syngeneic
onors [41-43,76]. For 2 years we struggled with ways
o induce speciﬁc reactivity against spontaneous AKR
eukemia in donor cells without causing GVHD, to no
vail, and then there was a bit of serendipity. In what
as intended to be a “negative control” for immuni-
ation with allogeneic and xenogeneic leukemia cells,
e found that presensitization of H-2–matched donor
ice to alloantigens from third-party strains enhanced
he potency of the GVL effect against AKR leukemia
ithout altering GVH reactivity. In a report published
nNature, we showed that “alloimmunization” of CBA
H-2k) donor mice with cells from individual H-2–
ismatched third-party strains or pools of third-party
ells boosted GVL reactivity in vivo without exacer-
ation of GVH reactivity [77]. This contrasted with
mmunizations that used normal or leukemic AKR
ells, in which augmentation of GVL reactivity was
ccompanied by an increase in GVHD. I should em-
hasize that alloimmunization did not prevent the
ntrinsic GVH reactivity of the donor cells, but it did
mplify the GVL effect. Unimmunized H-2-matched
onor mice had no GVL reactivity, as measured in a
-day GVL bioassay, and had only mild to moderate
VH reactivity.
Eventually, we determined that the induction of
VL without exacerbation of GVH reactivity had
othing to do with the use of cells from MHC-mis-
atched donors [78,79] or even the so-called alien
istocompatibility antigens that were suspected in the
pre-genomic world” of that time [80,81]. GVL reac-
ivity could be augmented just as effectively by sensi-
ization to non–MHC-encoded antigens by using tis-
ues from H-2–matched mice. After alloimmunizing
he H-2k donor, we were able, for the ﬁrst time, to
btain a therapeutic GVL effect in AKR mice with
dvanced spontaneous acute T-cell leukemia by using
HC-matched instead of mismatched donors [79].
The discovery of T-cell growth factor [82-84]
rought on T-cell cloning [85,86] and new opportu-
ities for analyzing GVL and GVH effector cells. We
etermined that the GVL effector cells induced by
lloimmunization persisted long-term (56 days) in
he donor (ie, they were more like memory cells than v
10hort-lived activated killer cells) and that they were
yt-2 (CD8) T cells [87]. With the help of Mike
idmer and Fritz Bach, then at the University of
isconsin, we began to use limiting dilution analysis
LDA) assays to quantify the frequency of cytotoxic T
ymphocytes (CTLs) in the donor populations. We
ound that the difference between the strong and weak
VL reactivity of different donors was due to vari-
bility in the frequency of antigen-speciﬁc CTLs in-
uced by alloimmunization [87,88]. When the dose of
nfused cells was adjusted so that equivalent numbers
f CTLs were administered, GVL reactivity in vivo
as comparable. The frequency of alloreactive T cells
n naive MHC-matched mice was always very low:
ven when large numbers of naive cells were given, the
rowth of AKR leukemia outpaced the naive immune
esponse, resulting in an ineffective GVL reaction
87,88].
We used split-well LDA assays to compare lysis of
eukemic versus nonleukemic AKR cells by CTLs
rom allosensitized donors that had a high statistical
robability (P  .98 to .999) of being clonal in origin
87,88]. Some of these putative “clones” seemed to be
eukemia speciﬁc by exhibiting a statistically signiﬁ-
ant kill of leukemic, but not nonleukemic, AKR cells.
ew of the clones lysed nonleukemic AKR T cells
xclusively; more lysed both target sets. Using block-
ng assays, we subsequently established that the reac-
ivity of these CTLs, including most that initially
eemed to be leukemia speciﬁc, was directed against
iHA or nonclassic MHC class Ib antigens (such as
a-1) that were shared by both the AKR host and the
train that had been used to alloimmunize the H-2k
onor [88]. Thus, in actuality, the process of alloim-
unization selectively primed the donor against a
imited set of host alloantigens, ie, those shared by
KR and the alloimunizing strain, but not the donor
88-90]. In vivo priming against these shared alloan-
igens was sufﬁcient to augment reactivity against leu-
emia, but it did not exacerbate the GVH potential
xcept when the strain used to presensitize the donor
hared too many (or perhaps certain immunodomi-
ant) alloantigens with AKR.
Our failure to generate CTL clones that were
ruly leukemia speciﬁc in the AKR model perplexed
s, but as our understanding of the signals required to
ctivate T cells and the nature of trimolecular T-cell
eceptor/MHC/peptide interactions evolved, the basis
or such failure became clear. William Green, in par-
icular, has carefully dissected the elements that con-
rol immune reactions to MuLV-associated antigens,
uch as those present in spontaneously arising AKR
eukemia [91-103]. Some of the mechanisms that limit
eactivity to MuLV-associated antigens are listed in
able 1. Although most human leukemias do not have
retroviral etiology, these mechanisms may be rele-
































































































Mortimer M. Bortin Lecture
Bia-associated antigens in the more recalcitrant ma-
ignancies, such as acute lymphoblastic leukemia.
hen confronted with such stealth, alloantigens may
e the most (or only) effective targets for immune-
ediated elimination of leukemia.
F GERM-FREE MICE AND SUPPRESSOR T CELLS
My own career in animal models of BMT and
eukemia began at the University of Notre Dame’s
obund Laboratory in 1972. Lobund was the birth-
lace of germ-free research in the United States, and
orris Pollard asked me to work on BMT in germ-
ree mice, following up on work started by Sister John
iriam Jones, Brother Raphael Wilson, and Pat
ealmear [112]. We used the AKR acute T-cell leu-
emia model, along with SJL mice that spontaneously
eveloped a Hodgkin-like reticulum cell sarcoma, in
ur studies [51,52,113,114]. After moving to Milwau-
ee to work with Bortin, I developed protocols for
endering mice bacteria free by using antibiotic de-
ontamination and a laminar airﬂow protective envi-
onment. There is evidence that the host microﬂora
nﬂuences the incidence and intensity of GVH disease
n both humans and animals [112,115-119]. Veenen-
all et al. [117] even proposed a form of “biotyping” to
atch donor and host microﬂora. Also, infection, the
rimary cause of death in mice undergoing BMT, did
ot occur in germ-free mice. Using the antibiotic
econtamination/laminar airﬂow protective environ-
ent, we were able to study the antileukemic effect of
VHD in MHC-mismatched BM chimeras that oth-
rwise would have succumbed to infection and died.
We had success in manipulating GVH reactivity
o obtain signiﬁcant leukemia-free survival in AKR
ice with advanced spontaneous leukemia by using a
ombination of chemoradiotherapy and MHC-mis-
atched (SJL, H-2s) BMT [120]. Donor LN cells
ere essential for elimination of the leukemia, but too
any LN cells resulted in increased GVHD and mor-
ality. Relapse was the major cause of death with either
llogeneic BM alone or with autologous BM with or
ithout LN cells.
We estimated the frequency of alloreactive CTLs
able 1. Mechanisms Thought to Contribute to a Failure to Generate
eukemia-Speciﬁc T Cells in AKR Mice
Central tolerance due to lifelong viremia [97,104,105]
Lack of MHC-restricting elements [92,94,96]
Lack of essential co-stimulatory molecules on T-cell leukemia
[106]
T-cell anergy [91,95,107,108]
T-cell ignorance of processed peptides [99,109-111]
Lack of peptide processing [109]
Regulatory control (ie, suppression) [95-98]n BM chimeras by using LDA assays in these studies p
B&MT120], looking for quantitative parameters that could
ccount for clinical outcome. In some allogeneic chi-
eras, we detected donor anti-host suppressor T cells,
s evidenced by a characteristic check-shaped LDA
urve. From one such chimera, our colleague Charles
hih isolated a donor T cell clone, called SAC-9.12,
hat was speciﬁc for host H-2Ek alloantigen [121-123].
his clone speciﬁcally suppressed generation of donor
nti-host CTLs in vitro. Furthermore, when injected
nto SJL3AKR (H-2s3H-2k) BM chimeras, SAC-
.12 cells completely suppressed host-speciﬁc CTLs
nd moderated GVH mortality in a dose-dependent
anner, but it had no effect on CTL generation and
VHD in third-party (SJL3DBA/2; H-2s3H-2d)
himeras [122,123].
We do not know precisely how the emergence of
hese regulatory/suppressor cells affected the fate of
ndividual BM chimeras. Evidence of suppression was
ound in chimeras as early as 14 days and as late as 166
ays after BMT [120]. Suppressor T cells may con-
ribute to the development of donor-host tolerance
nd thereby increase the survival rate, or they may
lunt allospeciﬁc GVL reactivity and increase the risk
f relapse. Regardless, these studies established the
lonal nature of T-cell suppression in BM chimeras
nd validated the potential for using suppressor T-cell
lones to prevent GVHD. Suppressor cells lost favor
uring the 1980s, in part because of the inability to
dentify a unique cell phenotype. Recently, suppressor
ells have been elevated to “professional” status and
ained new life as regulatory cells [124]. These cells
ave distinctive functional properties and phenotypes
eg, CD25, foxp3, GITR, CTLA-4, and CD62L).
hey are not lytic, but suppression requires cell-cell
ontact.
We did not detect lytic activity in the SAC-9.12
uppressor T-cell clone; however, when Shih tested T
ells recovered from an SJL3AKR BM chimera in-
used with SAC-9.12 cells, he isolated a donor-derived
3T4 (CD4) T-cell clone (called SATC) that spe-
iﬁcally lysed host H-2Ek target cells in vitro [125]. A
ovel characteristic of this clone was that its lytic
ctivity was manifested only in the absence of inter-
eukin-2. SATC cells could be repeatedly cycled be-
ween a lytic and a nonlytic phenotype by alternate
xposure to alloantigen and then interleukin-2. At the
ime, we did not have the tools to determine whether
he lytic SATC clone was derived from the infused
onlytic SAC-9.12 clone, but they shared the same
-cell phenotype and antigen speciﬁcity. Given the
emonstration by Shlomchik et al. [126] that induc-
ion of GVH is dependent on the presence of host
ntigen-presenting cells (APCs), one wonders
hether infusion of T cells that have the ability to
liminate host MHC class II APCs in vivo might












































































































5VHD, as we observed with the SAC-9.12 clone
122,123].
Another interesting ﬁnding from studies with bac-
eria-free BM chimeras was the high rate of leukemia
elapse in donor cells that accompanied improved
ong-term survival (unpublished data) [120]. This was
ttributed to susceptibility of the allogeneic SJL donor
o the dualtropic retrovirus that persisted in the host
fter transplantation. Iwai and colleagues [127], work-
ng in the laboratory of Robert Good, explored issues
elated to the resistance and susceptibility of marrow
onors to MuLV. Malignant transformation of donor
ells is relatively rare in humans, as noted by Kolb and
ender-Gotze [128] in an early review on late com-
lications of BMT, but it has been reported [129-133].
etroviral transformation is only one, and probably
ot the most likely, of several mechanisms to explain
he phenomenon in humans.
Subsequently, we identiﬁed a variety of factors
hat inﬂuenced the delicate balance between induction
f GVHD and induction of donor-host tolerance
134,135]. Principal among these were the dose and
ype of T cells, as well as the intensity of the condi-
ioning regimen. At an International Workshop on
ellular Immune Mechanisms and Tumor Dormancy
rganized by Tom Stewart and Fred Wheelock in
ttawa in 1991, we presented experimental data on 4
actors that contribute to late leukemia relapse after
MT: (1) mixed T-cell chimerism, (2) development of
onor-host tolerance, (3) susceptibility of the leuke-
ia to GVL/GVH effector cells, and (4) suboptimal
VL/GVH reactivity [136]. We reported that estab-
ished MHC-matched B10.BR3AKR chimeras that
ad resisted an early challenge with AKR leukemia
uccumbed to a later challenge with the same leuke-
ia, suggesting the absence of memory and loss of
VL reactivity over time [136]. This was not unique
o our model system. Colleagues have related to me
necdotal stories of similar ﬁndings in other models.
urthermore, Megan Sykes and colleagues [137] re-
ently reported that host APCs are necessary for the
VL effect associated with donor leukocyte infusion
DLI). They observed a loss of DLI-mediated GVL
ffects in mixed chimeras established with a reduced-
ntensity conditioning regimen [138]. Extinction of
he GVL effect correlated with conversion of the host
o full donor chimerism.
The delicate balance between GVH and tolerance
as dramatically illustrated in our studies with F(ab)2
ragments of anti-CD3 monoclonal antibodies to in-
uce tolerance in B10.BR3AKR chimeras [139,140].
e found that the T cell–speciﬁc monoclonal anti-
ody could be used successfully in vivo to avoid severe
VHD but that excessive or ill-timed administration
f monoclonal antibody eliminated GVL reactivity,
eading to leukemia relapse. Of note in these experi-
ents, even when leukemia was eliminated from the c
12ymphoid tissues in some mice (as conﬁrmed by poly-
erase chain reaction analysis), relapse occurred in
xtralymphoid sites (eg, in the liver and along the
pinal column). These slow-growing relapse lympho-
as sometimes contained inﬁltrating CD4 and
D8 donor T cells. Upon transfer to naive AKR
osts, the lymphoma cells caused fulminate and fatal
isease (R. Truitt, unpublished data). These studies
uggest that whether tolerance evolves naturally or is
ntentionally induced, sequestered or persistent tumor
ells are a potential problem. Immune reactivity
gainst nonhematologic malignancies may be even
ore problematic in this regard. Tumor- or alloanti-
en-speciﬁc GVT effector cells may need to persist in
ivo and also get into tissues that harbor residual
isease.
NTO THE FRAY: NEW INVESTIGATORS AND NEW
FFECTORS
Throughout the 1980s, the struggle to separate
VL and GVH reactivity was joined by a whole new
adre of investigators who brought new models and
ver-newer approaches to the problem. Insights into
he pathophysiology of the GVH syndrome (ne´e sec-
ndary disease) and its cellular and noncellular mecha-
isms provided new fodder for efforts to separate
VL and GVH [141-148]. The role of T-cell subsets,
atural killer (NK) cells, and cytokines in GVH and
VL reactivity was demonstrated (Figure 1B). New
ethods for manipulating T cells emerged. By the end
f the decade, it was clear from work in animal models
hat distinct and overlapping effector cell populations
ediated GVL and GVH reactions.
We, along with many others, pursued GVL/GVH
tudies with antigen-speciﬁc T cells, as well as lym-
hokine-activated killer (LAK) and other GVL effec-
or cells, in the 1980s [88,149-152]. These studies
ave been reviewed elsewhere, and I will not cover
hem here. However, I would like to make note of the
roceedings of an International Symposium on Cel-
ular Immunotherapy of Cancer because it was co-
rganized by Bortin, along with Robert Gale and
yself [153]. Among the highlights of this meeting,
eld in the fall of 1986, were “advances in technolog-
cal methods to identify, isolate, activate, and expand
ells of the immune system having highly speciﬁc as
ell as broad lytic activity against cancer cells” [153;
reface]. Work by Grimm, Herberman, Rosenberg,
ondel, Mule´, and many others in characterizing LAK
ells, NK cells, tumor-inﬁltrating lymphocyte cells,
nd other effector populations was presented, as was
ork on regulation and trafﬁcking of cells adminis-
ered for adoptive immunotherapy, including the po-
ential for GVL reactivity. Almost 20 years later, many











































































































Mortimer M. Bortin Lecture
Bhat conference held in the unique ambiance of Frank
loyd Wright’s Wingspread near Racine, WI.
By this time, Bortin and I had independently
oved to the Medical College of Wisconsin. He
oined the Department of Medicine in 1983, devoting
is attention to the IBMTR. I moved my laboratory
roup into the Department of Pediatrics the following
ear, where Ann LeFever, Charles Shih, and I contin-
ed to work on clonal analysis of GVL and GVH
ffector cells. In these studies [87,88,154-158], we
ere able to establish or verify a number of principles,
uch as (1) a single miHA-speciﬁc T-cell clone could
ause lethal GVHD, but not all miHA-speciﬁc CTL
lones did so; (2) lytic activity in vitro did not predict
VH reactivity in vivo; (3) cloned CTLs persisted in
ivo and did not need exogenous interleukin-2 to
unction; (4) the length of time in culture adversely
ffected the homing characteristics of ex vivo–ex-
anded CTLs and, as a consequence, their GVL efﬁ-
acy in vivo; and (5) T cells are not the only GVL
ffector cells. We also identiﬁed nonclassic MHC
lass Ib (Qa-1b) alloantigen as a target antigen for
VL reactivity without GVHD in AKR mice
88,155,157]. It is still not clear to me, however,
hether tissue-restricted expression of the Qa-1 tar-
et antigen was responsible for the lack of GVHD or
hether the intrinsic functional properties of the
TLs (perhaps their cytokine proﬁle) determined
hether such clones caused GVHD. LeFever adapted
nzyme kinetics analysis techniques to the study of
loned CTLs, viewing the effector CTL as an “en-
yme” with the target cells as its “substrate” [156,157].
his allowed us to quantitatively compare different
TL clones with different target cells (eg, leukemic
ersus nonleukemic) on the basis of their lytic efﬁ-
iency and intrinsic afﬁnity.
EEKING SEPARATION OF GVL AND GVH IN THE
LINIC
During the 1980s, clinical BMT beneﬁted from
apid improvements in the care and management of
atients, as well as a broader acceptance of its use in
he treatment of hematologic malignancies [159,160].
here were intense efforts to manipulate the immune
epertoire in patients. T-cell depletion (TCD) became
e rigueur, and a panoply of approaches were tried
161-169]. Some groups attempted complete TCD
nd concluded that it would not work. Others tried
artial or T-cell subset depletion, with variable levels
f success. At the Medical College of Wisconsin, we
orked with Robert Ash to quantify the level of TCD
n donor marrow with 2 different monoclonal anti-
odies (T10B9 and T12A10, produced by John
hompson at the University of Kentucky) by using
DA assays. We found that excessive depletion (2 p
B&MTog10) was linked to increased graft failure and relapse
162,166]. Other groups had similar experiences. Al-
erto Marmont and colleagues [169] summarized the
tate of TCD in a review in 1991. The primary lessons
earned from these many studies were that T cells help
o ensure donor engraftment and contribute to a ben-
ﬁcial antileukemia effect in some patients [170]. By
he end of the 1980s, attempts were being made in the
linic to intentionally manipulate GVHD to take ad-
antage of the GVL effect, including early stoppage of
osttransplantation immunosuppression [171] and in-
uction of autologous GVHD by altering thymic se-
ection [172,173]. Unfortunately, as in animal models,
he presence of GVHD did not always guarantee a
VL effect and a survival beneﬁt. The concept of
yngeneic (or autologous) GVHD was not entirely
ew. Sljivic [174] had described syngeneic secondary
isease in mice in 1966, and Barnes and Loutit [175]
ad described acute GVHD in identical twins in 1979.
owever, it was primarily through the work of Alan
ess and his colleagues [reviewed in 176] that synge-
eic/autologous GVHD developed into a practical
herapeutic tool.
In 1990, Mary Horowitz and colleagues [71] ana-
yzed data from the IBMTR on 2254 patients with
early” leukemia (acute lymphoblastic leukemia in ﬁrst
omplete remission, acute myelogenous leukemia in
rst complete remission, and chronic myelogenous
eukemia in chronic phase) who received HLA-
atched sibling BM transplants. In this oft-cited ar-
icle, 3 types of GVL reactions in recipients of HLA-
atched sibling grafts were described: (1) an
ntileukemic effect associated with GVHD, (2) an
ntileukemic effect independent of clinically evident
VHD, and (3) an antileukemic effect that was inde-
endent of GVHD but was altered by TCD of the
onor BM. The biological basis for these effects was
ot clear, and there was variability between different
ypes of leukemia. However, around this time, inves-
igators such as Goulmy and Falkenberg in The Neth-
rlands began to report the isolation of (1) alloanti-
en-speciﬁc, (2) leukemia-speciﬁc, and (3) dual-
peciﬁc (alloantigen and leukemia) T-cell clones from
ransplant patients [177-184]. This provided a partial
xplanation for the clinical data and also substantiated
he clonal nature of GVL and GVH reactions sug-
ested by our animal studies a decade earlier. The
bility to distinguish between GVL- and GVH-reac-
ive T cells has now evolved to the level of molecular
haracterization of the T-cell receptor, with different
-cell populations having leukemia reactivity, allo-
eactivity, or dual reactivity [185-187]. Animal models
re being used to conﬁrm the GVL and GVH reac-
ivity of T-cell subpopulations identiﬁed and isolated














































































































5OU CAN HAVE ONE WITHOUT THE OTHER!
As noted previously, our understanding of the bi-
logical basis for both GVH and GVL reactivity ad-
anced signiﬁcantly in the years leading up to the
990s. The clonal basis for both GVL and GVH
eactivity now was ﬁrmly established (Figure 1C). The
elative contributions of CD4 and CD8 subsets to
VL/GVH reactivity were being worked out. Ad-
ances in other areas of immunology pointed the way
o an understanding of the differences in GVH po-
ential of allospeciﬁc T cells. The potent GVH-in-
ucting capacity of some CD8 CTL clones, which
e had observed earlier, was most likely due to their
ecretion of type 1 cytokines. Other lytic CD8 clones
id not secrete such proinﬂammatory cytokines, thus
ccounting for the lack of correlation between lytic
ctivity and GVHD. Dan Fowler and Ron Gress [189-
91] have been at the forefront of showing that GVL
nd GVH reactivity can be manipulated on the basis
f the cytokine proﬁles of the CD4 and CD8 pop-
lations, and they continue to translate these to the
linic [192]. A distinct contribution of different lytic
athways (ie, Fas/FasL and perforin/granzyme) to
VL and GVH reactivity also has been reported
193-197], as has the GVL effector role of CD4 T
ells [182,193,198].
NK and LAK cells emerged as potential GVL
ffector cells in the late 1980s and throughout the
990s [88,149,152,173,199-202]. Several groups laid
he groundwork for immunotherapy with NK cells in
he context of BMT (see review [203]), building on the
eminal observations on hybrid resistance by Cudkow-
cz and Bennett [204,205]. Subsequent identiﬁcation
f the inhibiting and activating molecules on NK cells
eg, killer cell immunoglobulin-like receptors [KIRs]
n humans; Ly49 and CD94/NKG2 receptors in mice;
ee review [206]) has allowed for the design of rational
trategies to exploit their activity. Ruggeri, Velardi,
artelli, and their colleagues have exploited the GVL
otential of alloreactive NK cells in humans [207-
10]. Similar successes are being achieved with cyto-
ine-induced NK T cells [211-215].
Of all the recent developments in the use of BMT
or treatment of leukemia and related malignancies,
erhaps none has had as much effect as DLI therapy.
lthough others had used infusions of donor lympho-
ytes previously, it was the success reported by Kolb
nd colleagues [216,217] in Germany treating post-
ransplantation relapse that spurred the ﬁeld in a new
irection. Now DLI offers a practical way to provide
ellular immune therapy in the setting of blood or
arrow transplantation with a lower risk of GVHD.
here have been some excellent reviews of DLI ther-
py in the clinical setting [218-222], so I will not cover
hat here; however, I would like to describe work in an
nimal model developed by Bryon Johnson in our
14aboratory, because it led to a recognition of the role
hat regulatory T cells played in diminished GVHD
fter DLI therapy.
Johnson, who joined our team as a postdoctoral
ellow in 1989, developed a model [223-225] to sim-
late the clinical DLI studies performed in our BMT
rogram by Drobyski et al. [226]. The mechanisms by
hich delayed infusion of T cells resulted in less
evere GVHD were not clear at the time. Among the
ossibilities under consideration were temporal sepa-
ation of the T cells from the proinﬂammatory cyto-
ines induced by the conditioning regimen and turn-
ver of APCs from host to donor. Johnson found that
LI led to full conversion of the host to donor chi-
erism without GVHD, broke the donor-host toler-
nce that developed when BM alone was given, and
llowed for the persistence of an effective GVL reac-
ion [223-225]. He quantiﬁed the potency of the GVL
ffect of DLI therapy with CD4 and CD8 T-cell
ubsets [225] and used LDA assays to show that allo-
eactive CD4 T cells were preferentially inhibited
ver CD8 CTLs [224]. The fact that 2 to 3 weeks
ere required before BM-transplanted mice had full
rotection against DLI-mediated GVHD caught our
ttention. That time frame matched the time required
or reconstitution of the host thymus; therefore, we
xamined the effect that pretransplantation thymec-
omy or depletion of newly synthesized donor-BM-
erived T cells had on DLI-associated GVHD. We
bserved severe and fatal GVHD in both cases [227].
sing various knockout donors, we established that
D4 CD25 regulatory T cells (Treg) arising de
ovo from donor BM in the repopulating host thymus
ere primarily responsible for protection from
VHD [228,229]. Furthermore, adoptive transfer of
D4 CD25 Treg cells restored protection from
VHD after DLI therapy in hosts that lacked endog-
nous Treg cells (B.D. Johnson, unpublished data).
The potential for using adoptively transferred reg-
latory T cells to protect from GVHD has now been
rmly established by several laboratories [230-234],
nd a number of investigators have shown that this can
e done without loss of the GVL effect [235-242].
D4 CD25 Treg cells are not the only cells that
an inﬂuence GVH reactivity, as illustrated by the
ork of Sato et al. [237] and Billiau et al. [239]. We are
racking the emergence of CD4 CD25 Treg cells
n our BMT patients [243]. We speculated that failure
f the thymus to produce Treg cells might contribute
o the risk of GVHD, especially chronic GVHD,
here suppression of autoreactive T cells may be
mportant. Nonmyeloablative conditioning or other
hymus-sparing measures may protect from DLI-as-
ociated GVHD. However, recent clinical data sug-
est that CD4 CD25 Treg cells are increased in
atients with chronic GVHD [244].







































































Mortimer M. Bortin Lecture
Bffector mechanism in the setting of DLI may be a
roblem. Like Marpara et al. [138], Johnson found
hat a long-term memory response to AKR leukemia
rechallenge at 100 days after DLI) failed to develop
n his DLI model unless the mice were co-infused
ith host (AKR) dendritic cells (Guliang Xia, unpub-
ished data). Furthermore, even at this late time,
D4 CD25 Treg cells were responsible for the
uppression of GVHD (B.D. Johnson, personal com-
unication).
Cytokines have emerged as a treatment option for
eparating the GVL effect from GVHD. Cytokines
ffer a means to prevent GVHD or possibly protect
ost tissues from GVH reactivity while allowing GVL
ffector cells to function at an adequate level. The
aboratories of Megan Sykes [245-250] and James
.M. Ferrara [251-256] in particular have actively
ursued this line of investigation. Other investigators
re trying alternative strategies that may ultimately
ead to molecular targeting of (1) the host APCs that
rigger GVHD, (2) the actual GVH effector cells, (3)
he tissues most vulnerable to attack, or (4) a combi-
ation of these. Among the exciting and novel ap-
roaches are co-stimulatory blockade, stimulation of
egative immune signals, molecular targeting of dif-
erent signaling pathways, modulating the trafﬁcking
f effector cells, and blockade of pathogenic molecules
r cells [257-279].
With advancements in our understanding of leu-
emia- and other tumor-associated antigens (whether
xogenous, endogenous, or mutated or not) [280] and
ngoing development of procedures to induce, isolate,
xpand, and even genetically engineer antigen-speciﬁc
-cell clones [281-286], the ﬁeld of BMT is poised to
ake an unprecedented leap toward reshaping GVL
eactivity into the GVT reactivity envisioned earlier.
ow, as before, GVL/GVH animal models will play
n important role in answering questions and resolv-
ng issues about effective clinical use of DLI therapy.
ur biggest obstacle clinically may now be regulatory
ssues and agencies and not immunobiology.
HAT OF THE FUTURE?
A detailed accounting of scientiﬁc achievements
uring the last decade of GVL/GVH research would
equire more space than has been allotted to me here,
nd recent reviews are available. I would be remiss,
owever, if I did not comment on the future. So, with
ue diligence, I present a list of areas that I see as
aving potential to signiﬁcantly affect the ﬁeld of
VL/GVH research (Table 2). What is clear from
his list is that the arsenal of weapons available and
pproaches for separating GVL and GVH continues
o grow, as does our knowledge of immunology and of
ur enemy—cancer. Clinical studies designed to take
B&MTdvantage of the antitumor effect of allogeneic BMT
nd DLI therapy seem to be moving the ﬁeld faster
ow than animal studies—this is quite different from
he early days. However, animal models will always be
mportant tools for testing new concepts and new
pproaches. Humanized SCID-NOD mice now and
nimal models emerging in the future will allow us to
tudy and manipulate human cells in vivo. Innovations
n imaging technology already allow us to visualize the
attles between responder cells and APCs or between
ffector cells and their targets or even to monitor the
ffects of regulatory cells on GVL/GVH effector cells
n real time. In the new postgenomic world, we have
nly begun to scratch the surface of the awesome
otential for molecular interventions that eventually
ay allow us to block GVH reactions and target GVT
esponses at will and, it is hoped, for any malignancy.
EFERENCES
1. Weiden PL, Flournoy N, Thomas ED, et al. Antileukemic
effect of graft versus host disease in human recipients of
allogeneic marrow grafts. N Engl J Med. 1979;300:1068-1073.
2. Bortin MM, Saltzstein EC. Graft versus host inhibition: fetal
liver and thymus cells to minimize secondary disease. Science.
1969;164:316-318.
3. Bortin MM, Rimm AA. Graft versus host inhibition. 3. Fetal
thymic factor and fetal liver cells to minimize secondary dis-
ease. Transplantation. 1970;9:310-321.
4. Lorenz E, Uphoff D, Reid TR, et al. Modiﬁcation of irradi-
ation injury in mice and guinea pigs by bone marrow injec-
tions. J Natl Cancer Inst. 1952;12:751-763.
5. Lorenz E, Congdon C, Uphoff D. Modiﬁcation of acute
irradiation injury in mice and guinea pigs by bone marrow
injections. Radiology. 1952;58:863-877.
6. Barnes DW, Loutit JF, Micklem HS. “Secondary disease” of
radiation chimeras: a syndrome due to lymphoid aplasia. Ann
N Y Acad Sci. 1962;99:374-385.
7. van Bekkum DW, Vos O. Immunological aspects of homo-
and heterologous bone marrow transplantation in irradiated
animals. J Cell Physiol. 1957;50:139-156.
8. van Bekkum DW, Vos O, Weyzen WW. The pathogenesis of
the secondary disease after foreign bone marrow transplanta-
tion in x-irradiated mice. J Natl Cancer Inst. 1959;23:75-89.
9. van Bekkum DW, Vos O, Weyzen WW. The pathogenesis of
able 2. Opportune Areas for Future Research into GVL/GVH
Allospecific NK cells
Graft-versus–nonhematologic tumor effects
GVL in the nonmyeloablative setting
Tumor vaccination after transplantation
Breaking tumor self-tolerance in autologous BMT
Block negative regulation
Molecular targeting to prevent GVHD
Protection of GVH target tissues
Adoptive regulatory cell therapy to control GVHD
Genetically engineered GVL or GVT effector cells
Role of antibodies in the GVL or GVT effectthe secondary disease following foreign bone marrow trans-
515
R. L. Truitt
5plantation in irradiated mice. Bull Soc Int Chir. 1959;18:302-
314.
10. Trentin JJ. Induced tolerance and homologous disease in x-
irradiated mice protected with homologous bone marrow. Proc
Soc Exp Biol Med. 1957;96:139-144.
11. Thompson JS, Simmons EL, Hofstra D. Studies on the im-
munologic unresponsiveness during the secondary disease pe-
riod of lethally irradiated mice protected by homologous bone
marrow. J Immunol. 1962;89:62-71.
12. Hollcroft J, Lorenz E, Hunstiger H. Effects of ionizing radi-
ations on a transplanted lymphosarcoma. J Natl Cancer Inst.
1950;11:1-16.
13. Hollcroft JW, Lorenz E, Matthews M. Factors modifying the
effect of x-irradiation on regression of a transplanted lympho-
sarcoma. J Natl Cancer Inst. 1952;12:751-763.
14. Hollcroft JW, Matthews M. Effects of ionizing irradiation
treatments on tumor regression. J Natl Cancer Inst. 1953;14:
527-535.
15. Barnes DW, Corp MJ, Loutit JF, et al. Treatment of murine
leukemia with x-rays and homologous bone marrow; prelim-
inary communication. Br Med J. 1956;32:626-627.
16. Barnes DW, Loutit JF. Treatment of murine leukemia with
x-rays and homologous bone marrow II. Br J Haematol. 1957;
3:241-252.
17. De Vries MJ, Vos O. Treatment of mouse lymphosarcoma by
total-body x-irradiation and by injection of bone marrow and
lymph node cells. J Natl Cancer Inst. 1958;21:1117-1129.
18. Mathe´ G, Bernard J. Experimental therapy by x-irradiation
followed by the administration of homologous bone marrow
cells of highly advanced spontaneous leukemia in AK mice [in
French]. Bull Soc Fr Etud Cancer. 1958;45:289-300.
19. Furth J. The creation of the AKR strain, whose DNA contains
the genome of a leukemia virus. In: Morse HC III, ed. Origins
of Inbred Mice. New York: Academic Press; 1978:69-97.
20. van Bekkum DW, de Vries MJ. Radiation Chimeras. London:
Logos Ltd., 1967:1-277.
21. Srinivasan R, Barrett J, Childs R. Allogeneic stem cell trans-
plantation as immunotherapy for nonhematological cancers.
Semin Oncol. 2004;31:47-55.
22. Thomas ED, Ferrebee JW. Irradiation and marrow transplan-
tation: studies in Cooperstown. Lancet. 1960;1:1289-1290.
23. Weiden PL, Storb R, Lerner KG, et al. Treatment of canine
malignancies by 1200 R total body irradiation and autologous
marrow grafts. Exp Hematol. 1975;3:124-134.
24. Weiden PL, Storb R, Tsoi MS, et al. Infusion of donor
lymphocytes into stable canine radiation chimeras: implica-
tions for mechanism of transplantation tolerance. J Immunol.
1976;116:1212-1219.
25. Weiden PL, Storb R, Sale GE, et al. Allogeneic hematopoietic
grafts after total body irradiation in dogs with spontaneous
tumors. J Natl Cancer Inst. 1978;61:353-357.
26. Storb R, Thomas ED. Graft versus host disease in dogs and
man: the Seattle experience. Immunol Rev. 1985;88:215-238.
27. Silobrcˇic´ V, Vitale B, Sˇusˇnjic´ M, et al. Acute graft-versus-host
reaction in mice. 3. Organ distribution of injected 51 chro-
mium labeled lymphocytes. Exp Hematol. 1976;4:103-113.
28. Vitale B, Jaksˇic´ B, Matosˇic´ M, et al. Acute graft versus host
reaction in mice. I. Cellular events. Transplantation. 1976;21:
502-510.
29. Boranic´ M. Controlled graft-versus-host reactions in the
treatment of leukemia in mice. In: Okunewick JP, Meredith
16RF, eds. Graft-versus-Leukemia in Man and Animal Models.
Boca Raton, FL: CRC Press; 1981, 117-126.
30. Boranic´ M. Transient graft versus host reaction in the treat-
ment of leukemia in mice. J Natl Cancer Inst. 1968;41:421-437.
31. Boranic´ M, Tonkovic´ I. Time pattern of the antileukemic
effect of graft versus host reaction in mice. Cancer Res. 1971;
31:1140-1147.
32. Boranic´ M. Rescue from graft versus host disease. Transplan-
tation. 1975;20:75-76.
33. Storb R, Epstein RB, Graham TC, et al. Rescue from canine
graft versus host reaction by autologous or DL-A-compatible
marrow. Transplantation. 1974;18:461-463.
34. Boranic´ M, Storb R, Graham TC, et al. “Transient” grafts of
bone marrow in dogs. Acta Med Iugosl. 1979;33:243-254.
35. Merritt CB, Darrow CC II, Vaal L, et al. Rescue of rhesus
monkeys from acute lethal graft versus host disease using
cyclophosphamide and frozen autologous bone marrow.
Transplantation. 1973;15:154-159.
36. Gross L. “Spontaneous” leukemia developing in C3H mice
following inoculation in infancy, with AK-leukemic extracts,
or AK-embryos. Proc Soc Exp Biol Med. 1951;76:27-32.
37. Gross L. The search for viruses as etiological agents in leu-
kemia and malignant lymphomas: the role of the happy acci-
dent and the prepared mind. Cancer Res. 1980;40:3405-3407.
38. Fefer A, McCoy JL, Glynn JP. Antigenicity of a virus-induced
murine sarcoma (Moloney). Cancer Res. 1967;27:962-967.
39. McCoy JL, Fefer A, Glynn JP. Comparative studies on the
induction of transplantation resistance in BALB/c and
C57BL/6 mice in three murine leukemia systems. Cancer Res.
1967;27:1743-1748.
40. Glynn JP, McCoy JL, Fefer A. Cross-resistance to the trans-
plantation of syngeneic Friend, Moloney and Rauscher virus-
induced tumors. Cancer Res. 1968;28:434-439.
41. Cheever MA, Greenberg PD, Fefer A. Therapy of leukemia
by nonimmune syngeneic spleen cells. J Immunol. 1980;124:
2137-2142.
42. Cheever MA, Greenberg PD, Fefer A. Speciﬁcity of adoptive
chemoimmunotherapy of established syngeneic tumors. J Im-
munol. 1980;125:711-714.
43. Cheever MA, Greenberg PD, Fefer A. Speciﬁc adoptive ther-
apy of established leukemia with syngeneic lymphocytes se-
quentially immunized in vivo, in vitro, and nonspeciﬁcally
expanded by culture with interleukin 2. J Immunol. 1981;126:
1318-1322.
44. Warren EH, Greenberg PD, Riddell SR. Cytotoxic T-lym-
phocyte-deﬁned human minor histocompatibility antigens
with a restricted tissue distribution. Blood. 1998;91:2197-2207.
45. Warren EH, Gavin M, Greenberg PD, et al. Minor histocom-
patibility antigens as targets for T-cell therapy after bone
marrow transplantation. Curr Opin Hematol. 1998;5:429-433.
46. Bonnet D, Warren EH, Greenberg PD, et al. CD8 minor
histocompatibility antigen-speciﬁc cytotoxic T lymphocyte
clones eliminate human acute myeloid leukemia stem cells.
Proc Natl Acad Sci U S A. 1999;96:8639-8644.
47. Warren EH, Tykodi SS, Murata M, et al. T-cell therapy
targeting minor histocompatibility Ags for the treatment of
leukemia and renal-cell carcinoma. Cytotherapy. 2002;4:441.
48. Billingham RE. The biology of graft-versus-host reactions.
Harvey Lect. 1966;62:21-78.
49. Klein J, Chiang CL. Ability of H-2 regions to induce graft-
vs-host disease. J Immunol. 1976;117:736-740.50. Korngold B, Sprent J. Lethal graft-versus-host disease after
Mortimer M. Bortin Lecture
Bbone marrow transplantation across minor histocompatibility
barriers in mice. Prevention by removing mature T cells from
marrow. J Exp Med. 1978;148:1687-1698.
51. Bortin MM, Rimm AA, Saltzstein EC. Graft versus leukemia:
quantiﬁcation of adoptive immunotherapy in murine leuke-
mia. Science. 1973;179:811-813.
52. Bortin MM, Rimm AA, Saltzstein EC, et al. Graft versus
leukemia. 3. Apparent independent antihost and antileukemia
activity of transplanted immunocompetent cells. Transplanta-
tion. 1973;16:182-188.
53. Lin H, BruceWR. A cellular approach to the chemotherapy of
spontaneous leukemia of AKR mice. Ser Haematol. 1972;5:73-
88.
54. Pollard M, Truitt RL. Allogeneic bone marrow chimerism in
germ-free mice. I. Prevention of spontaneous leukemia in
AKR mice. Proc Soc Exp Biol Med. 1973;144:659-665.
55. Pollard M, Truitt RL. Allogeneic bone marrow chimerism in
germ-free mice. II. Prevention of reticulum cell sarcomas in
SJL/J mice. Proc Soc Exp Biol Med. 1974;145:488-492.
56. Bortin M, Truitt RL. AKR T-cell acute lymphoblastic leuke-
mia: a model for human T-cell leukemia. Biomedicine. 1977;
26:309-311.
57. Nowinski RC, Hays EF. Oncogenicity of AKR endogenous
leukemia viruses. J Virol. 1978;27:13-18.
58. O’Donnell PV, Stockert E, Obata Y, et al. Murine leukemia
virus related cell surface antigens as serological markers of
AKR ecotropic, xenotropic and dual-tropic viruses. Cold
Spring Harb Symp Quant Biol. 1980;44:1255-1264 (part 2).
59. Frei E III, Schabel FM Jr, Goldin A. Comparative chemother-
apy of AKR lymphoma and human hematological neoplasia.
Cancer Res. 1974;34:184-193.
60. Schabel FM Jr, Skipper HE, Trader MW, et al. Combination
chemotherapy for spontaneous AKR lymphoma. Cancer Che-
motherapy Rep 2. 1974;4:53-72.
61. Barrett AJ, Rezvani K, Solomon S. New developments in
allotransplant immunology. Part I: the alloimmune response.
In: Broudy VS, Prchal JT, Tricot GJ, eds. American Society of
Hematology, Education Program Book. Washington DC: Ann
Soc Hematol; 2003:350-357.
62. Bortin MM, Rose WC, Truitt RL, et al. Graft versus leuke-
mia. VI. Adoptive immunotherapy in combination with che-
moradiotherapy for spontaneous leukemia-lymphoma in AKR
mice. J Natl Cancer Inst. 1975;55:1227-1229.
63. Bortin MM, Rimm AA, Rose WC, et al. Graft versus leuke-
mia. V. Absence of antileukemic effect using allogeneic H-2-
identical immunocompetent cells. Transplantation. 1974;18:
280-283.
64. Bach FH, Albertini RJ, Joo P, et al. Bone marrow transplan-
tation in a patient with the Wiskott-Aldrich syndrome. Lancet.
1968;2:1364-1366.
65. Gatti RA, Meuwissen HJ, Allen HD, et al. Immunological
reconstitution of sex-linked lymphopenic immunological de-
ﬁciency. Lancet. 1968;2:1366-1369.
66. Bortin MM, Bach FH, van Bekkum DW, et al. 25th anniver-
sary of the ﬁrst successful allogeneic bone marrow transplants.
Bone Marrow Transplant. 1994;14:211-212.
67. Bortin MM. A compendium of reported human bone marrow
transplants. Transplantation. 1970;9:571-587.
68. Buckner CD, Epstein RB, Rudolph RH, et al. Allogeneic
marrow engraftment following whole body irradiation in a
patient with leukemia. Blood. 1970;35:741-750.69. Fefer A, Buckner CD, Clift RA, et al. Marrow grafting and
B&MTimmunotherapy in identical twins with hematologic malignan-
cies. Trans Assoc Am Physicians. 1973;86:178-184.
70. Fefer A, Buckner CD, Thomas ED, et al. Cure of hematologic
neoplasia with transplantation of marrow from identical twins.
N Engl J Med. 1977;297:146-148.
71. Horowitz MM, Gale RP, Sondel PM, et al. Graft versus
leukemia reactions after bone marrow transplantation. Blood.
1990;75:555-562.
72. Gale RP, Horowitz MM, Ash RC, et al. Identical twin bone
marrow transplants for leukemia. Ann Intern Med. 1994;120:
646-652.
73. Thomas ED, Buckner CD, Banaji M, et al. One hundred
patients with acute leukemia treated by chemotherapy, total
body irradiation and allogeneic marrow transplantation. Blood.
1977;49:511-533.
74. Odom LF, August CS, Githens JH, et al. Remission of re-
lapsed leukemia during a graft versus host reaction. A “graft
versus leukemia reaction” in man? Lancet. 1978;2:537-540.
75. Weiden PL, Sullivan KM, Flournoy N, et al. Antileukemic
effect of chronic graft versus host disease: contribution to
improved survival after allogeneic marrow transplantation.
N Engl J Med. 1981;304:1529-1533.
76. Cheever MA, Greenberg PD, Fefer A. Potential for speciﬁc
cancer therapy with immune T lymphocytes. J Biol Response
Mod. 1984;3:113-127.
77. Bortin MM, Truitt RL, Rimm AA, et al. Graft versus leukemia
reactivity induced by alloimmunization without augmentation
of graft versus host reactivity. Nature. 1979;281:490-491.
78. Bortin MM, Truitt RL, Shih CY, et al. Alloimmunization for
induction of graft versus leukemia reactivity in H-2 compati-
ble donors: critical role for incompatibility of donor and allo-
immunizing strains at non-H-2 loci. Transplant Proc. 1983;15:
2114-2117.
79. Truitt RL, Bortin MM. Adoptive immunotherapy of malig-
nant disease: a review of model systems and their relevance to
human disease. In: Slavin S, ed. Tolerance in Bone Marrow &
Organ Transplantation. Amsterdam: Elsevier; 1984:415-439.
80. Bortin MM, Truitt RL eds. Alien histocompatibility antigens
in cancer. Transplant Proc. 1980;12:1-221.
81. Bortin MM, Truitt RL eds. Alien histocompatibility antigens
in cancer, vol II. Transplant Proc. 1981;13:1-229.
82. Gillis S, Ferm MM, Ou W, et al. T-cell growth factor: pa-
rameters of production and a quantitative microassay for ac-
tivity. J Immunol. 1978;120:2027-2032.
83. Baker PE, Gillis S, Ferm MM, et al. The effect of T-cell
growth factor on the generation of cytolytic T-cells. J Immu-
nol. 1978;121:2168-2173.
84. Smith KA. T-cell growth factor. Immunol Rev. 1980;51:337-
357.
85. Baker PE, Gillis S, Smith KA. Monoclonal cytolytic T-cell
lines. J Exp Med. 1979;149:273-278.
86. Cheever MA, Chen W. Therapy with cultured T cells: prin-
ciples revisited. Immunol Rev. 1997;157:177-194.
87. Truitt RL, Shih CY, Lefever AV, et al. Characterization of
alloimmunization induced T lymphocytes reactive against
AKR leukemia in vitro and correlation with graft versus leu-
kemia activity in vivo. J Immunol. 1983;131:2050-2058.
88. Truitt RL, LeFever AV, Shih CY, et al. Graft-versus-leukemia
effect. In: Burakoff SJ, Deeg HJ, Ferrara J, Atkinson K, eds.
Graft Versus Host Disease: Immunology, Pathophysiology and























5X. Induction of reactivity against murine leukemia in MHC
compatible donors. In: Okunewick JP, Meredith RF, eds.
Graft-versus-Leukemia in Man and Animal Models. Boca Raton,
FL: CRC Press; 1981:139-156.
90. Shih CC-Y, Truitt RL, Bortin MM. Genetic and cellular
aspects of alloimmunization induced graft-versus-leukemia re-
activity. In: Vitetta E, Fox CF, eds. B and T Cell Tumors. New
York: Academic Press; 1982:493-497.
91. Green WR, Nowinski RC, Henney CS. The generation and
speciﬁcity of cytotoxic T-cells raised against syngeneic tumor
cells bearing AKR/Gross murine leukemia virus antigens. J
Exp Med. 1979;150:51-66.
92. Green WR. H-2 restricted cytolytic T lymphocytes speciﬁc
for a subclass of AKR endogenous leukemia virus-induced
tumors: correlation of tumor cell susceptibility with expression
of the gross cell surface antigen. J Immunol. 1980;125:2584-
2590.
93. Green WR. The in vitro generation of H-2 restricted cyto-
toxic T-cells to AKR/Gross leukemia virus-induced tumors. I.
Requirement for stimulation with allogeneic leukemia cells in
vivo. J Immunol. 1982;128:1043-1049.
94. Green WR. Genetic control of the induction of cytolytic T
lymphocyte responses to AKR/Gross viral leukemias. I. H-2-
encoded dominant gene control. J Immunol. 1984;132:2658-
2664.
95. Green WR. Expression of CTL-deﬁned, AKR/Gross retrovi-
rus associated tumor antigens by normal spleen cells: control
by Fv-1, H-2 and proviral genes and effect on antiviral CTL
generation. J Immunol. 1986;136:308-312.
96. GreenWR, Phillips JD. Differential induction of H-2K versus
H-2D class I major histocompatibility complex antigen ex-
pression by murine recombinant interferon-gamma. J Immu-
nol. 1986;137:814-818.
97. Green WR, Rich RF. Genetic control of CTL responses to
AKR/Gross virus: effect of inheritance of AKV proviruses.
Immunogenetics. 1988;27:304-312.
98. Wegmann KW, Blank KJ, Green WR. Induction of anti-
MuLV cytotoxic T lymphocytes in the AKR.H-2b and
AKR.H2b: Fv-1b mouse strains. Cell Immunol. 1988;113:308-
319.
99. Rich RF, Green WR. Nonresponsiveness of AKR.H-2b con-
genic mice for anti-AKR/Gross MuLV CTL responses: in-
volvement of inhibitory cells as deﬁned by adoptive transfer
experiments. Cell Immunol. 1995;160:139-151.
00. Rich RF, Green WR. AKR.H-2b lymphocytes inhibit the
secondary in vitro cytotoxic T lymphocyte response of primed
responder cells to AKR/Gross murine leukemia virus induced
tumor cell stimulation. J Virol. 1996;70:402-414.
01. Rich RF, Green WR. Antiretroviral cytolytic T-lymphocyte
non responsiveness: FasL/Fas-mediated inhibition of CD4
and CD8 antiviral T cells by viral antigen-positive veto cells.
J Virol. 1999;73:3826-3834.
02. Kim V, Green WR. A single amino acid variation within an
immunodominant AKR/Gross MuLV cytotoxic T-lympho-
cyte epitope leads to a loss in immunogenicity. Viral Immunol.
1998;11:197-213.
03. Green WR. Cytotoxic T lymphocytes to endogenous mouse
retroviruses and mechanisms of retroviral escape. Immunol
Rev. 1999;168:271-286.
04. Nowinski RC. Genetic control of natural immunity to eco-
tropic mouse leukemia viruses: immune response genes. Infect
Immun. 1976;13:1098-1102.
1805. Nowinski RC, Kaehler SL, Baron J. Genetic control of natural
immunity to ecotropic mouse leukemia viruses: production of
endogenous immunogen. Infect Immun. 1976;13:1091-1097.
06. Zheng Z, Takahashi M, Aoki S, et al. Expression patterns of
costimulatory molecules on cells derived from human hema-
tological malignancies. J Exp Clin Cancer Res. 1998;17:251-
258.
07. Wegmann KW, Rich RF, Green WR. Generation of anti-
AKR/gross murine leukemia virus cytotoxic T lymphocytes
(CTL). An analysis of precursor CTL frequencies in the
AKR.H-2b and C57BL/6 mouse strains. J Immunol. 1992;149:
1593-1598.
08. Coppola MA, Green WR, Rich RF. Impaired generation of
anti-AKR/Gross murine leukemia virus cytotoxic T lympho-
cytes in mice experimentally infected with MuLV. Viral Im-
munol. 1996;9:107-119.
09. Kim V, Yewdell JW, Green WR. Naturally occurring TAP-
dependent speciﬁc T-cell tolerance for a variant of an immu-
nodominant retroviral cytotoxic T-lymphocyte epitope. J Vi-
rol. 2000;74:3924-3928.
10. Sijts AJ, Ossendorp F, Mengede EA, et al. Immunodominant
mink cell focus-inducing murine leukemia virus (MulV)-en-
coded CTL epitope, identiﬁed by its MHC class I-binding
motif, explains MuLV-type speciﬁcity of MCF-directed cyto-
toxic T lymphocytes. J Immunol. 1994;152:106-116.
11. White HD, Roeder DA, Green WR. An immunodominant
Kb-restricted peptide from the p15E transmembrane protein
of endogenous ecotropic murine leukemia virus (MuLV)
AKR623 that restores susceptibility of a tumor line to anti-
AKR/Gross MuLV cytotoxic T lymphocytes. J Virol. 1994;68:
897-904.
12. Jones JM, Wilson R, Bealmear PM. Mortality and gross pa-
thology of secondary disease in germ-free mouse radiation
chimeras. Radiat Res. 1971;45:577-588.
13. Truitt RL, Pollard M, Srivastava KK. Allogeneic bone mar-
row chimerism in germ-free mice. III. Therapy of leukemic
AKR mice. Proc Soc Exp Biol Med. 1974;146:153-158.
14. Truitt RL, Pollard M. Allogeneic bone marrow chimerism in
germ-free mice. IV. Therapy of “ Hodgkin’s-like” reticulum
cell sarcoma in SJL mice. Transplantation. 1976;21:12-16.
15. van BekkumDW, Roodenburg J, Heidt PJ, et al. Mitigation of
secondary disease of allogeneic mouse radiation chimeras by
modiﬁcation of the intestinal microﬂora. J Natl Cancer Inst.
1974;52:401-404.
16. Vriesendorp HM, Heidt PJ, Zurcher C. Gastrointestinal de-
contamination of dogs treated with total body irradiation and
bone marrow transplantation. Exp Hematol. 1981;9:904-916.
17. Veenendall D, De Boer F, van der Waaij D. Effect of selective
decontamination of the digestive tract of donor and recipient
on the occurrence of murine delayed type graft versus host
disease. Med Microbiol Immunol (Berl). 1988;177:133-144.
18. Vossen JM, Heidt PJ, van den Berg H, et al. Prevention of
infection and graft versus host disease by suppression of in-
testinal microﬂora in children treated with allogeneic bone
marrow transplantation. Eur J Clin Microbiol Infect Dis. 1990;
9:14-23.
19. Heidt PJ, Vossen JM. Experimental and clinical gnotobiotics:
inﬂuence of the microﬂora on graft versus host disease after
allogeneic bone marrow transplantation. J Med. 1992;23:161-
173.
20. Truitt RL, Shih CC, LeFever AV. Manipulation of graft



































Mortimer M. Bortin Lecture
Ballogeneic bone marrow transplantation in AKR mice with
spontaneous leukemia/lymphoma. Transplantation. 1986;41:
301-310.
21. Truitt RL, Shih CC-Y. Isolation of suppressor-like T cells
from bacteria-free allogeneic bone marrow chimeras. In: BS
Wostmann, ed. Germfree Research: Microﬂora Control and Its
Application to the Biomedical Sciences. New York: Liss; 1985:451-
454.
22. Shih CC, Truitt RL. A class II antigen-speciﬁc T-cell clone
can suppress graft-versus-host reactivity in murine allogeneic
bone marrow chimeras. Transplant Proc. 1987;19:2664-2667.
23. Shih CC, Truitt RL. Prophylaxis of graft versus host disease
by adoptive transfer of a class II antigen-speciﬁc murine T-cell
clone. Prog Clin Biol Res. 1987;244:439-447.
24. Shevach EM. Certiﬁed professionals: CD4CD25 suppres-
sor T cells. J Exp Med. 2001;193:F41-F46.
25. Shih CC, Truitt RL. Down regulation of L3T4 cytotoxic T
lymphocytes by interleukin-2. Science. 1987;238:344-347.
26. Shlomchik WD, Couzens MS, Tang CB, et al. Prevention of
graft versus host disease by inactivation of host antigen-pre-
senting cells. Science. 1999;285:412-415.
27. Iwai H, Day NK, Hamada N, et al. Bone marrow transplan-
tation therapy using resistant donors for retrovirus-induced
leukemia in mice. Clin Exp Immunol. 1994;95:135-140.
28. Kolb HJ, Bender-Gotze C. Late complications after alloge-
neic bone marrow transplantation for leukemia. Bone Marrow
Transplant. 1990;6:61-72.
29. Fialkow PJ, Thomas ED, Bryant JI, et al. Leukemic transfor-
mation of engrafted human marrow cells in vivo. Lancet. 1971;
1:251-255.
30. Newburger PE, Latt SA, Pesando JM, et al. Leukemia relapse
in donor cells after allogeneic bone marrow transplantation.
N Engl J Med. 1981;304:712-714.
31. Witherspoon RP, Schubach W, Neiman P, et al. Donor cell
leukemia developing six years after marrow grafting for acute
leukemia. Blood. 1985;65:1172-1174.
32. Smith JL, Heerema NA, Provisor AJ. Leukemic transforma-
tion of engrafted bone marrow cells. Br J Haematol. 1985;60:
415-422.
33. Witherspoon RP, Fisher LD, Schoch G. Secondary cancers
after bone marrow transplantation for leukemia or aplastic
anemia. N Engl J Med. 1989;321:784-789.
34. Truitt RL, Atasoylu AA. Impact of pretransplant conditioning
and donor T-cells on chimerism, graft versus host disease,
graft versus leukemia reactivity and tolerance after bone mar-
row transplantation. Blood. 1991;77:2525-2523.
35. Truitt RL, Atasoylu AA. Contribution of CD4 and CD8
T-cells to graft versus host disease and graft versus leukemia
reactivity after transplantation of MHC-compatible bone
marrow. Bone Marrow Transplant. 1991;8:51-58.
36. Truitt RL, Horowitz MM, Atasoylu AA, et al. Graft-versus-
leukemia effect of allogeneic bone marrow transplantation:
clinical and experimental aspects of late leukemia relapse. In:
Stewart THM, Wheelock EF, eds. Cellular Immune Mecha-
nisms and Tumor Dormancy. Boca Raton, FL: CRC Press; 1992:
111-128.
37. Mapara MY, Kim YM, Wang SP, et al. Donor lymphocyte
infusions mediate superior graft-versus-leukemia effects in
mixed compared to fully allogeneic chimeras: a critical role for
host antigen-presenting cells. Blood. 2002;100:1903-1909.
38. Mapara MY, Kim YM, Marx J, et al. Donor lymphocyte
infusion-mediated graft-versus-leukemia effects in mixed chi- 1
B&MTmeras established with a nonmyeloablative conditioning reg-
imen: extinction of graft-versus-leukemia effects after conver-
sion to full donor chimerism. Transplantation. 2003;76:297-
305.
39. Johnson BD, McCabe C, Hanke CA, et al. Use of anti-CD3
F(ab)2 fragments in vivo to modulate graft versus host disease
without loss of graft versus leukemia reactivity after MHC-
matched bone marrow transplantation. J Immunol. 1995;154:
5542-5554.
40. Truitt RL, Johnson BD, McCabe C, et al. Graft-versus-leu-
kemia. In: Ferrara JLM, Deeg HJ, Burakoff SJ, eds. Graft-vs-
Host Disease. Second Edition. New York: Marcel-Dekker;
1997:385-423.
41. Okunewick JP, Meredith RF, Raikow RB, et al. Graft versus
leukemia and moderation of graft versus host reaction in
transplantation therapy of viral leukemia. Exp Hematol. 1981;
9:754-765.
42. Slavin S, Or R, Weshler Z, et al. The use of total lymphoid
irradiation for allogeneic bone marrow transplantation in an-
imals and man. Surv Immunol Res. 1985;4:238-252.
43. Cohen J. Cytokines as mediators of graft versus host disease.
Bone Marrow Transplant. 1988;3:193-197.
44. Ferrara JL, Deeg HJ. Graft versus host disease. N Engl J Med.
1991;324:667-674.
45. Korngold R. Pathophysiology of graft versus host disease
directed to minor histocompatibility antigens. Bone Marrow
Transplant. 1991;7(suppl 1):38-41.
46. Sosman JA, Sondel PM. The graft versus leukemia effect:
possible mechanisms and clinical signiﬁcance to the biologic
therapy of leukemia. Bone Marrow Transplant. 1991;7(suppl
1):33-37.
47. Jadus MR, Wepsic HT. The role of cytokines in graft versus
host reactions and disease. Bone Marrow Transplant. 1992;10:
1-14.
48. Ferrara JL. Advances in GVHD: novel lymphocyte subsets
and cytokine dysregulation. Bone Marrow Transplant. 1992;
10(suppl 1):10-12.
49. Hercend T, Takvorian T, Nowill A, et al. Characterization of
natural killer cells with antileukemia activity following alloge-
neic bone marrow transplantation. Blood. 1986;67:722-728.
50. Delmon L, Ythier A, Moingeon P, et al. Characterization of
antileukemia cells cytotoxic effector function. Implications for
monitoring natural killer responses following allogeneic bone
marrow transplantation. Transplantation. 1986;42:252-256.
51. Hauch M, Gazzola MV, Small T, et al. Antileukemia potential
of interleukin-2 activated natural killer cells after bone mar-
row transplantation for chronic myelogenous leukemia. Blood.
1990;75:2250-2262.
52. Drobyski WR, Piaskowski V, Ash RC, et al. Preservation of
lymphokine activated killer activity following T-cell depletion
of human bone marrow. Transplantation. 1990;50:625-632.
53. Truitt RL, Gale RP, Bortin MM, eds. Cellular Immunotherapy
of Cancer. New York: Liss; 1987.
54. LeFever AV, Truitt RL, Shih CC, et al. Migration patterns
and functional activity of cloned cytotoxic T lymphocytes in
syngeneic and allogeneic mice. Transplantation. 1984;37:410-
417.
55. LeFever AV, Truitt RL, Shih CC. Reactivity of in vitro
expanded alloimmune cytotoxic T lymphocytes and Qa-1-
speciﬁc cytotoxic T lymphocytes against AKR leukemia in




































5lymphocyte reactivity against normal and leukemic target
cells. J Immunogenet. 1986;13:275-285.
57. LeFever AV, Truitt RL. Kinetic analysis of Qa-1-speciﬁc
cloned cytotoxic T lymphocytes: lytic parameters and evalua-
tion of cellular inhibition. Scand J Immunol. 1987;25:541-553.
58. LeFever AV, Truitt RL. Migration of cytotoxic effector cells.
Prog Clin Biol Res. 1987;244:313-324.
59. Thomas ED. Adolfo Ferrata Lecture 1991. Bone marrow
transplantation: past, present and future. Hematologica. 1991;
76:353-356.
60. Bortin MM, Horowitz MM, Gale RP, et al. Changing trends
in allogeneic bone marrow transplantation for leukemia in the
1980s. JAMA. 1992;268:607-612.
61. Sharp TG, Sachs DH, Fauci AS, et al. T-cell depletion of
human bone marrow using monoclonal antibody and comple-
ment mediated lysis. Transplantation. 1983;35:112-20.
62. Truitt RL, Ash RC. Manipulation of T-cell content in trans-
planted human bone marrow: effect on GVH and GVL reac-
tions. Prog Clin Biol Res. 1987;244:409-421.
63. Butturini A, Gale RP. T cell depletion in bone marrow trans-
plantation for leukemia: current results and future directions.
Bone Marrow Transplant. 1988;3:185-192.
64. Poynton CH. T cell depletion in bone marrow transplanta-
tion. Bone Marrow Transplant. 1988;3:265-279.
65. Marmont AM, Gale RP, Butturini A. T-cell depletion in
allogeneic bone marrow transplantation: progress and prob-
lems. Haematologica. 1989;74:235-248.
66. Ash RC, Casper JT, Chitambar CR, et al. Successful alloge-
neic transplantation of T-cell depleted bone marrow from
closely HLA matched unrelated donors. N Engl J Med. 1990;
322:485-494.
67. de Witte T, Preijers F, Schattenberg A. Graft versus leukemia
activity after T-cell depletion using counterﬂow centrifuga-
tion. Bone Marrow Transplant. 1990;6(suppl 1):103-105.
68. Champlin RE. T-cell depletion for bone marrow transplanta-
tion; effects on graft rejection, graft versus host disease, graft
versus leukemia and survival. Cancer Treat Res. 1990;50:99-
111.
69. Marmont AM, Horowitz MM, Gale RP, et al. T-cell deple-
tion of HLA-identical transplants in leukemia. Blood. 1991;78:
2120-2130.
70. Drobyski WR. Evolving strategies to address adverse trans-
plant outcomes associated with T cell depletion. J Hematother
Stem Cell Res. 2000;9:327-337.
71. Sullivan KM, Storb R, Buckner CD, et al. Graft versus host
disease as adoptive immunotherapy in patients with advanced
hematologic neoplasms. N Engl J Med. 1989;320:828-834.
72. Hess AD, Fischer AC. Immune mechanisms in cyclosporine-
induced syngeneic graft versus host disease. Transplantation.
1989;48:895-911.
73. Mackinnon S, Hows JM, Goldman JM. Induction of a synge-
neic graft versus leukemia effect following bone marrow trans-
plantation for chronic myeloid leukemia. Leukemia. 1990;4:9-
91.
74. Sljivic VS. Studies on “secondary disease” in syngeneic mouse
radiation chimaeras. Int J Radiat Biol Relat Stud Phys Chem
Med. 1966;11:273-286.
75. Barnes DW, Loutit JF. Acute graft-versus-host disease in
recipients of bone-marrow transplants from identical twin
donors. Lancet. 1979;2:905-906.76. Hess AD, Thoburn CJ. Immunobiology and immunothera- 1
20peutic implications of syngeneic/autologous graft-versus-host
disease. Immunol Rev. 1997;157:111-123.
77. Marijt WA, Beenhof WF, Brand A, et al. Minor histocompat-
ibility antigen-speciﬁc cytotoxic T-cell lines, capable of lysing
human hematopoietic progenitor cells, can be generated in
vitro by stimulation with HLA-identical bone marrow cells. J
Exp Med. 1991;173:101-109.
78. Falkenburg JH, Goselink HM, van der Harst D, et al. Growth
inhibition of clonogenic leukemic precursor cells by minor
histocompatibility antigen-speciﬁc cytotoxic T lymphocytes. J
Exp Med. 1991;174:27-33.
79. van Lochem E, de Gast B, Goulmy E. In vitro separation of
host-speciﬁc graft versus host and graft versus leukemia cyto-
toxic T-cell activities. Bone Marrow Transplant. 1992;10:181-
183.
80. de Bueger M, Bakker A, Bontkes H, et al. High frequencies of
cytotoxic T-cell precursors against minor histocompatibility
antigens after HLA-identical BMT: absence of correlation
with GVHD. Bone Marrow Transplant. 1993;11:363-368.
81. Jarijt EA, Veenhof WF, Goulmy E, et al. Multiple minor
histocompatibility antigen disparities between a recipient and
four HLA-identical potential sibling donors for bone marrow
transplantation. Hum Immunol. 1993;37:221-228.
82. Faber LM, van Luxemburg-Heijs SA, Veenhof WF, et al.
Generation of CD4 cytotoxic T lymphocyte clones from a
patient with severe graft versus host disease after allogeneic
bone marrow transplantation: implications for graft versus
leukemia reactivity. Blood. 1995;86:2821-2828.
83. Goulmy E. Human minor histocompatibility antigens: new
concepts for marrow transplantation and adoptive immuno-
therapy. Immunol Rev. 1997;157:125-140.
84. Falkenburg JH, Marijt WA, Heemskerk MH, et al. Minor
histocompatibility antigens as targets of graft-versus-leukemia
reactions. Curr Opin Hematol. 2002;9:497-502.
85. Jiang YZ, Mavroudis DA, Dermime S, et al. Preferential usage
of T cell receptor (TCR) V by allogeneic T cells recognizing
myeloid leukemia cells: implications for separating graft-ver-
sus-leukemia effect from graft-versus-host disease. Bone Mar-
row Transplant. 1997;19:899-903.
86. Epperson DE, Margolis DA, McOlash L, et al. In vitro T-cell
receptor V repertoire analysis may identify which T-cell V
families mediate graft-versus-leukaemia and graft-versus-host
responses after human leucocyte antigen-matched sibling stem
cell transplantation. Br J Haematol. 2001;114:57-62.
87. Nakao S. Identiﬁcation of novel minor histocompatibility an-
tigens responsible for graft-versus-leukemia (GVL) effect on
chronic myeloid leukemiausefulness of determining the clono-
type of T cells associated with GVL effect after donor leuko-
cyte infusion. Int J Hematol. 2002;76(suppl 1):274-276.
88. Patterson AE, Korngold R. Infusion of select leukemia-reac-
tive TCR V T cells provides graft versus-leukemia re-
sponses with minimization of graft-versus-host disease follow-
ing murine hematopoietic stem cell transplantation. Biol Blood
Marrow Transplant. 2001;7:187-196.
89. Fowler DH, Breglio J, Nagel G, et al. Allospeciﬁc CD8 Tc1
and Tc2 populations in graft-versus-leukemia effect and graft-
versus-host disease. J Immunol. 1996;157:4811-4821.
90. Fowler DH, Breglio J, Nagel G, et al. Allospeciﬁc CD4,
Thl/Th2 and CD8, Tc1/Tc2 populations in murine GVL:
type I cells generate GVL and type II cells abrogate GVL. Biol

































Mortimer M. Bortin Lecture
BGVHD, GVL, and graft rejection: considerations for the
allogeneic transplantation therapy of leukemia and lymphoma.
Leuk Lymphoma. 2000;38:221-234.
92. Fowler D, Hou J, Foley J, et al. Phase I clinical trial of donor
T-helper type-2 cells after immunoablative, reduced intensity
allogeneic PBSC transplant. Cytotherapy. 2002;4:429-430.
93. Tsukada N, Kobata T, Aizawa Y, et al. Graft-versus-leukemia
effect and graft-versus-host disease can be differentiated by
cytotoxic mechanisms in a murine model of allogeneic bone
marrow transplantation. Blood. 1999;93:2738-2747.
94. Hsieh MH, Patterson AE, Korngold R. T-cell subsets mediate
graft-versus-myeloid leukemia responses via different cyto-
toxic mechanisms. Biol Blood Marrow Transplant. 2000;6:231-
240.
95. Schmaltz C, Alpdogan O, Horndasch KJ, et al. Differential
use of Fas ligand and perforin cytotoxic pathways by donor T
cells in graft-versus-host disease and graft-versus-leukemia
effect. Blood. 2001;97:2886-2895.
96. Jiang Z, Podack E, Levy RB. Major histocompatibility com-
plex-mismatched allogeneic bone marrow transplantation us-
ing perforin and/or Fas ligand double-defective CD4 donor
T cells: involvement of cytotoxic function by donor lympho-
cytes prior to graft-versus-host disease pathogenesis. Blood.
2001;98:390-397.
97. Matte CC, Connier J, Anderson BE, et al. Graft-vs-leukemia
in a retrovirally induced murine CML model: mechanisms of
T cell killing. Blood. 2004;103:4353-61.
98. Jiang YZ, Barrett AJ. Cellular and cytokine-mediated effects
of CD4-positive lymphocyte lines generated in vitro against
chronic myelogenous leukemia. Exp Hematol. 1995;23:1167-
1172.
99. Charak BS, Choudhary GD, Tefft M, et al. Interleukin-2 in
bone marrow transplantation: preclinical studies. Bone Marrow
Transplant. 1992;10:103-111.
00. Cohen P, Vourka-Karussis U,Weiss L, et al. Spontaneous and
IL-2 induced anti-leukemic and anti-host effects against tu-
mor and host-speciﬁc alloantigens. J Immunol. 1993;151:4803-
4810.
01. Gaiser JF, Kloosterman TC, Martens AC, Hagenbeek A. In
vitro resistance of the brown Norway rat acute myelocytic
leukemia (BNML) to lymphokine-activated killer activity.
Leukemia. 1993;7:736-741.
02. Keever CA, Abu-Hajir M, Graf W, et al. Characterization of
the alloreactivity and anti-leukemia reactivity of cord blood
mononuclear cells. Bone Marrow Transplant. 1995;15:407-419.
03. Murphy WJ, Koh CY, Raziuddin A, et al. Immunobiology of
natural killer cells and bone marrow transplantation: merging
of basic and preclinical studies. Immunol Rev. 2001;181:279-
289.
04. Cudkowicz G, Bennett M. Peculiar immunobiology of bone
marrow allografts. I. Graft rejection by heavily irradiated “re-
sponder” mice. J Exp Med. 1971;134:83-102.
05. Cudkowicz G, Bennett M. Peculiar immunobiology of bone
marrow allografts. II. Rejection of parental grafts by F1 hybrid
mice. J Exp Med. 1971;135:1513-1528.
06. Parham P, ed. Natural killer and leucocyte receptor com-
plexes. Immunol Rev. 2001;181:1-289.
07. Albi N, Ruggeri L, Aversa T, et al. Natural killer (NK) cell
function and antileukemic activity of a large population of
CD3/CD8 T-cells expressing NK receptors for major
histocompatibility complex class I after “three loci”; HLA
B&MTincompatible bone marrow transplantation. Blood. 1996;87:
3993-4000.
08. Ruggeri L, Capanni M, Casucci M, et al. Role of natural killer
cell alloreactivity in HLA-mismatched hematopoietic stem
cell transplantation. Blood. 1999;94:333-339.
09. Ruggeri L, Capanni M, Urbani E, et al. Effectiveness of donor
natural killer cell alloreactivity in mismatched hematopoietic
transplants. Science. 2002;295:2097-2100.
10. Aversa F, Terenzi A, Felicini R, et al. Haploidentical stem cell
transplantation for acute leukemia. Int J Hematol. 2002;
76(suppl 1):165-168.
11. Schmidt-Wold IG, Lefterova P, Mehta BA, et al. Phenotypic
characterization and identiﬁcation of effector cells involved in
tumor cell recognition of cytokine-induced killer cells. Exp
Hematol. 1993;21:1673-1679.
12. Lu PH, Negrin RS. A novel population of expanded human
CD3CD56 cells derived from T-cells with potent in vivo
antitumor activity in mice with severe combined immunode-
ﬁciency. J Immunol. 1994;153:1687-1696.
13. Alvamas JC, Linn YC, Hope EG, et al. Expansion of cytotoxic
CD3 CD56 cells from peripheral blood progenitor cells of
patients undergoing autologous hematopoietic cell transplan-
tation. Biol Blood Marrow Transplant. 2001;7:216-222.
14. Linn YC, Lau LC, Hui KM. Generation of cytokine-induced
killer cells from leukaemic samples with in vitro cytotoxicity
against autologous and allogeneic leukaemic blasts. Br J
Haematol. 2002;116:78-86.
15. Linn YC, Hui KM. Cytokine-induced killer cells: NK-like T
cells with cytolytic speciﬁcity against leukemia. Leuk Lym-
phoma. 2003;44:1457-1462.
16. Kolb HJ, Mittermuller J, Clemm C, et al. Donor leukocyte
transfusions for treatment of recurrent chronic myelogenous
leukemia in marrow transplant patients. Blood. 1990;76:2462-
2465.
17. Kolb HJ, Schattenberg A, Goldman JM, et al. Graft-versus-
leukemia effect of donor lymphocyte transfusions in marrow
grafted patients. European Group for Blood and Marrow
Transplantation Working Party Chronic Leukemia. Blood.
1995;86:2041-2050.
18. Giralt SA, Kolb HJ. Donor lymphocyte infusions. Curr Opin
Oncol. 1996;8:96-102.
19. Porter DL, Antin JH. The graft-versus-leukemia effects of
allogeneic cell therapy. Annu Rev Med. 1999;50:369-386.
20. Porter DL, Collins RH Jr, Shpilberg O, et al. Long-term
follow-up of patients who achieved complete remission after
donor leukocyte infusions. Biol Blood Marrow Transplant. 1999;
5:253-261.
21. Porter DL, Collins RH Jr, Hardy C, et al. Treatment of
relapsed leukemia after unrelated donor marrow transplanta-
tion with unrelated donor leukocyte infusions. Blood. 2000;95:
1214-1221.
22. Drobyski WR. Adoptive immunotherapy using donor leuko-
cyte infusions to treat relapsed hematologic malignancies after
allogeneic bone marrow transplantation. Cancer Treat Res.
1999;101:233-266.
23. Johnson BD, Drobyski WR, Truitt RL. Delayed infusion of
normal donor cells after MHC-matched bone marrow trans-
plantation provides an antileukemia reaction without graft
versus host disease. Bone Marrow Transplant. 1993;11:363-268.
24. Johnson BD, Truitt RL. Delayed infusion of immunocompe-
tent donor cells after bone marrow transplantation breaks



































5reactivity without severe graft versus host disease. Blood. 1995;
85:3302-3312.
25. Johnson BD, Becker EE, Truitt RL. Graft-vs.-host and graft-
vs.-leukemia reactions after delayed infusions of donor T-
subsets. Biol Blood Marrow Transplant. 1999;5:123-132.
26. Drobyski WR, Hessner MJ, Klein JP, et al. T-cell depletion
plus salvage immunotherapy with donor leukocyte infusions as
a strategy to treat chronic-phase chronic myelogenous leuke-
mia patients undergoing HLA-identical sibling marrow trans-
plantation. Blood. 1999;94:434-441.
27. Johnson BD, Becker EE, LaBelle JL, et al. Role of immuno-
regulatory donor T cells in suppression of graft-versus-host
disease following donor leukocyte infusion therapy. J Immu-
nol. 1999;163:6479-6487.
28. Johnson BD, Dagher N, Stankowski WC, et al. Donor natural
killer (NK1.l) cells do not play a role in the suppression of
GVHD or in the mediation of GVL reactions after DLI. Biol
Blood Marrow Transplant. 2001;7:589-595.
29. Johnson BD, Konkol MC, Truitt RL. CD25 immunoregu-
latory T-cells of donor origin suppress alloreactivity after
BMT. Biol Blood Marrow Transplant. 2002;8:525-535.
30. Zeng D, Lewis D, Dejbakhsh-Jones S, et al. Bone marrow
NK1.1 and NK1.1 T cells reciprocally regulate acute graft
versus host disease. J Exp Med. 1999;189:1073-1081.
31. Taylor PA, Lees CJ, Blazar BR, et al. The infusion of ex vivo
activated and expanded CD4 CD25 immune regulatory
cells inhibits graft-versus-host disease lethality. Blood. 2002;99:
3493-3499.
32. Hoffmann P, Ermann J, Edinger M, et al. Donor-type CD4
CD25 regulatory T cells suppress lethal acute graft-versus-
host disease after allogeneic bone marrow transplantation. J
Exp Med. 2002;196:389-399.
33. Cohen JL, Trenado A, Vasey D, et al. CD4 CD25 immu-
noregulatory T cells: new therapeutics for graft-versus-host
disease. J Exp Med. 2002;196:401-406.
34. Young KJ, DuTemple B, Phillips MJ, et al. Inhibition of
graft-versus-host disease by double-negative regulatory T
cells. J Immunol. 2003;171:134-141.
35. Asai O, Longo DL, Tian ZG, et al. Suppression of graft-
versus-host disease and ampliﬁcation of graft-versus-tumor
effects by activated natural killer cells after allogeneic bone
marrow transplantation. J Clin Invest. 1998;101:1835-1842.
36. Billiau AD, Fevery S, Rutgeerts O, et al. Crucial role of timing
of donor lymphocyte infusion in generating dissociated graft-
versus-host and graft-versus-leukemia responses in mice re-
ceiving allogeneic bone marrow transplants. Blood. 2002;100:
1894-1902.
37. Sato K, Yamashita N, Baba M, et al. Regulatory dendritic cells
protect mice from murine acute graft-versus-host disease and
leukemia relapse. Immunity. 2003;18:367-379.
38. Jones SC, Murphy GF, Korngold R. Post-hematopoietic cell
transplantation control of graft-versus-host disease by donor
CD425 T cells to allow an effective graft-versus-leukemia
response. Biol Blood Marrow Transplant. 2003;9:243-256.
39. Billiau AD, Fevery S, Rutgeerts O, et al. Transient expansion
of MaclLy6-GLy6-C early myeloid cells with suppres-
sor activity in spleens of murine radiation marrow chimeras:
possible implications for the graft-versus-host and graft-ver-
sus-leukemia reactivity of donor lymphocyte infusions. Blood.
2003;102:740-748.
40. Edinger M, Hoffmann P, Ermann J, et al. CD4 CD25
regulatory T cells preserve graft-versus-tumor activity while
22inhibiting graft-versus-host disease after bone marrow trans-
plantation. Nat Med. 2003;9:1144-1150.
41. Imamura M, Tanaka J. Immunoregulatory cells for transplan-
tation tolerance and graft-versus-leukemia effect. Int J Hema-
tol. 2003;78:188-194.
42. Trenado A, Charlotte F, Pisson S, et al. Recipient-type spe-
ciﬁc CD4CD25 regulatory T cells favor immune recon-
stitution and control graft-versus-host disease while maintain-
ing graft-versus-leukemia. J Clin Invest. 2003;112:1688-1696.
43. Woodliff J, Taylor C, Douek D, et al. Early production of
donor-derived CD4 CD25 regulatory T cells in patients
given hematopoietic stem cell transplants. Biol Blood Marrow
Transplant. 2004;10(suppl 1):25.
44. Clark FJ, Gregg R, Piper K, et al. Chronic graft-versus-host
disease is associated with increased numbers of peripheral
blood CD4 CD25high regulatory T cells. Blood. 2004;103:
2410-2416.
45. Sykes M, Abraham VS, Harty MW, et al. IL-2 reduces graft
versus host disease and preserves a graft versus leukemia effect
by selectively inhibiting CD4 T-cell activity. J Immunol.
1993;150:197-205.
46. Sykes M. Novel approaches to the control of graft versus host
disease. Curr Opin Immunol. 1993;5:774-781.
47. Yang YG, Sergio JJ, Pearson DA, et al. Interleukin-12 pre-
serves the graft-versus-leukemia effect of allogeneic CD8 T
cells while inhibiting CD4-dependent graft-versus-host dis-
ease in mice. Blood. 1997;90:4651-4660.
48. Yang YG, Sykes M. The role of interleukin-12 in preserving
the graft-versus-leukemia effect of allogeneic CD8 T cells
independently of GVHD. Leuk Lymphoma. 1999;33:409-420.
49. Sykes M, Pearson DA, Taylor PA, et al. Dose and timing of
interleukin (IL)-12 and timing and type of total-body irradi-
ation: effects on graft-vs.-host disease inhibition and toxicity
of exogenous IL-12 in murine bone marrow transplant recip-
ients. Biol Blood Marrow Transplant. 1999;5:277-284.
50. Yang YG, Qi J, Wang MG, Sykes M. Donor-derived inter-
feron gamma separates graft-versus-leukemia effects and
graft-versus-host disease induced by donor CD8 T cells. Blood.
2002;99:4207-4215.
51. Pan L, Teshima T, Hill GR, et al. Granulocyte colony-
stimulating factor-mobilized allogeneic stem cell transplanta-
tion maintains graft-versus-leukemia effects through a per-
forin-dependent pathway while preventing graft-versus-host
disease. Blood. 1999;93:4071-4078.
52. Krijanovski OI, Hill GR, Cooke KR, et al. Keratinocyte
growth factor separates graft-versus-leukemia effects from
graft-versus-host disease. Blood. 1999;94:825-831.
53. Teshima T, Hill GR, Pan L, et al. IL-11 separates graft-
versus-leukemia effects from graft-versus-host disease after
bone marrow transplantation. J Clin Invest. 1999;104:317-325.
54. Hill GR, Teshima T, Gerbitz A, et al. Differential roles of
IL-1 and TNF-alpha on graft-versus-host disease and graft
versus leukemia. J Clin Invest. 1999;104:459-467.
55. Reddy P, Teshima T, Hildebrandt G, et al. Pretreatment of
donors with interleukin-18 attenuates acute graft-versus-host
disease via STAT6 and preserves graft-versus-leukemia ef-
fects. Blood. 2003;101:2877-2885.
56. Reddy P, Ferrara JL. Role of interleukin-18 in acute graft-vs-
host disease. J Lab Clin Med. 2003;141:365-371.
57. Blazar BR, Taylor PA, Linsley PS, et al. In vivo blockade of
CD28/CTLA4: B7/BB1 interaction with CTLA4-Ig reduces






























Mortimer M. Bortin Lecture
Bcompatibility complex barrier in mice. Blood. 1994;83:3815-
3825.
58. Blazar BR, Taylor PA, Panoskaltsis-Mortari A, et al. Co-
blockade of the LFA1: ICAM and CD28/CTLA4:B7 path-
ways is a highly effective means of preventing acute lethal graft
versus host disease induced by fully major histocompatibility
complex-disparate donor grafts. Blood. 1995;85:2607-2618.
59. Weiss L, Reich S, Slavin S. Effect of deoxyspergualin on graft
versus host disease and graft versus leukemia in mice. Bone
Marrow Transplant. 1996;17:789-792.
60. Via CS, Rus V, Nguyen P, et al. Differential effect of
CTLA4Ig on murine graft-versus-host disease (GVHD) de-
velopment: CTLA4Ig prevents both acute and chronic
GVHD development but reverses only chronic GVHD. J Im-
munol. 1996;157:4258-4267.
61. Schlegel PG. The role of adhesion and costimulation mole-
cules in graft-versus-host disease. Acta Haematol. 1997;97:105-
117.
62. Blazar BR, Taylor PA, Panoskaltsis-Mortari A, et al. Blockade
of CD40 ligand-CD40 interaction impairs CD4 T cell-
mediated alloreactivity by inhibiting mature donor T cell
expansion and function after bone marrow transplantation.
J Immunol. 1997;158:29-39.
63. Holler E, Ertl B, Hintermeier-Knabe R, et al. Inﬂammatory
reactions induced by pretransplant conditioning—an alterna-
tive target for modulation of acute GVHD and complications
following allogeneic bone marrow transplantation? Leuk Lym-
phoma. 1997;25:217-224.
64. Hattori K, Hirano T, Miyajima H, et al. A metalloproteinase
inhibitor prevents acute graft-versus-host disease while pre-
serving the graft-versus-leukaemia effect of allogeneic bone
marrow transplantation. Br J Haematol. 1999;105:303-312.
65. Itoh S, Matsuzaki Y, Kimura T, et al. Suppression of hepatic
lesions in a murine graft-versus-host reaction by antibodies
against adhesion molecules. J Hepatol. 2000;32:587-595.
66. Cooke KR, Hill GR, Gerbitz A, et al. Tumor necrosis factor-
alpha neutralization reduces lung injury after experimental
allogeneic bone marrow transplantation. Transplantation.
2000;70:272-279.
67. Hattori K, Hirano T, Oshimi K, et al. A metalloproteinase
inhibitor prevents acute graft-versus-host disease while pre-
serving the graft-versus-leukaemia effect of allogeneic bone
marrow transplantation. Leuk Lymphoma. 2000;38:553-561.
68. Slavik JM, Lim DG, Burakoff SJ, Haﬂer DA. Uncoupling
p70(s6) kinase activation and proliferation: rapamycin-resis-
tant proliferation of human CD8T lymphocytes. J Immunol.
2001;166:3201-3209.
69. Burr JS, Savage ND, Messah GE, et al. Cutting edge: distinct
motifs within CD28 regulate T cell proliferation and induc-
tion of Bcl-xL. J Immunol. 2001;166:5331-5335.
70. Tamada K, Tamura H, Flies D, et al. Blockade of LIGHT/
LTbeta and CD40 signaling induces allospeciﬁc T cell anergy,
preventing graft-versus-host disease. J Clin Invest. 2002;109:
549-557.
71. Uckun FM, Roers BA, Waurzyniak B, et al. Janus kinase 3
inhibitor WHI-P131/JANEX-l prevents graft-versus-host
disease but spares the graft-versus-leukemia function of theB&MTbone marrow allografts in a murine bone marrow transplan-
tation model. Blood. 2002;99:4192-4199.
72. Cetkovic-Cvrlje M, Roers BA, Schonhoff D, et al. Treatment
of post-bone marrow transplant acute graft-versus-host dis-
ease with a rationally designed JAIG inhibitor. Leuk Lym-
phoma. 2002;43:1447-1453.
73. Schmaltz C, Alpdogan O, Kappel BJ, et al. T cells require
TRAIL for optimal graft-versus-tumor activity. Nat Med.
2002;8:1433-1437.
74. Schmaltz C, Alpdogan O, Muriglan SJ, et al. Donor T cell-
derived TNF is required for graft-versus-host disease and
graft-versus-tumor activity after bone marrow transplantation.
Blood. 2003;101:2440-2445.
75. Kim YM, Sachs T, Asavaroengchai WJ, et al. Graft-versus-
host disease can be separated from graft-versus-lymphoma
effects by control of lymphocyte trafﬁcking with FTY720. Clin
Invest. 2003;111:659-669.
76. Lee HW, Nam KO, Park SJ, et al. 4-1BB enhances CD8 T
cell expansion by regulating cell cycle progression through
changes in expression of cyclins D and E and cyclin-dependent
kinase inhibitor p27kipl. Eur J Immunol. 2003;33:2133-2141.
77. Beider K, Nagler A, Wald O, et al. Involvement of CXCR4
and IL-2 in the homing and retention of human NK and NK
T cells to the bone marrow and spleen of NOD/SCID mice.
Blood. 2003;102:1951-1958.
78. Slavik JM, Lim DG, Burakoff SJ, et al. Rapamycin-resistant
proliferation of CD8 T cells correlates with p27kip 1 down-
regulation and bcl-xL induction, and is prevented by an in-
hibitor of phosphoinositide 3-kinase activity. J Biol Chem.
2004;279:910-919.
79. Reddy P, Maeda Y, Hotary K, et al. Histone deacetylase
inhibitor suberoylanilide hydroxamic acid reduces acute graft-
versus-host disease and preserves graft-versus-leukemia effect.
Proc Natl Acad Sci U S A. 2004;101:3921-3926.
80. Molldrem JJ. Tissue-speciﬁc antigens in GVL. In: Barrett J,
Jiang YZ, eds. Allogeneic Immunotherapy for Malignant Disease.
New York: Marcel Dekker; 2000:135-153.
81. Yee C, Thompson JA, Byrd D, et al. Adoptive T cell therapy
using antigen-speciﬁc CD8 T cell clones for the treatment
of patients with metastatic melanoma: in vivo persistence,
migration, and antitumor effect of transferred T cells. Proc
Natl Acad Sci U S A. 2002;99:16168-16173.
82. Dudley ME, Rosenberg SA. Adoptive-cell-transfer therapy for
the treatment of patients with cancer. Nat Rev Cancer. 2003;
3:666-675.
83. Kolb HJ, Schmid C, Chen X, et al. Adoptive immunotherapy
in chimeras with donor lymphocytes. Acta Haematol. 2003;110:
110-120.
84. Rossig C, Brenner MK. Chimeric T-cell receptors for the
targeting of cancer cells. Acta Haematol. 2003;110:154-159.
85. Bollard CM, Savoldo B, Rooney CM, et al. Adoptive T-cell
therapy for EBV-associated post-transplant lymphoprolifera-
tive disease. Acta Haematol. 2003;110:139-148.
86. Kramm CM. Alternative concepts of suicide gene therapy for
graft-versus-host disease after adoptive immunotherapy. Acta
Haematol. 2003;110:132-138.
87. Truitt RL, Johnson BD. Principles of graft-vs.-leukemia re-
activity. Biol Blood Marrow Transplant. 1995;1:61-68.523
